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(57) Abstract 

Treatment of erectile dys- 
function comprising administering 
to a patient, inducible Nitric Oxide 
Synthase (iNOS) agents, including 
penile iNOS, inducers of penile 
iNOS. iNOS cDNA or penile 
smoodi muscle cells or corpora 
cavernosa with iNOS cDNA. 
Typical in vivo treatment involves 
delivery of these agents to the 
penile tissue of a patient by constant 
or intermittent implanted or external 
infusion pump, pellets, intrauretheral 
administiBtion, injection or other 
related procedures. The genetically 
engineered cells or penile tissue 
from the patient hyperexpressing 
iNOS is implanted in ntiicrocapsules. 
pellets, or otiier methods, or directly 
by surgical inoculation into the 
corpora cavernosa. In certain cases, 
an oral or injectable systemic route 
of adminisuation is applicable. Also 
disclosed are methods of treatment 
inv Iving in vitro induction of iNOS 
in cultured smooth muscle cells 
and thereofter delivery of pyrified 
or recombinant iNOS enzyme. 
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production of iNOS cDNA aitd genetic transformation with iNOS cDNA followed by delivery thereof to the penis of a patienL The 
methods of this invention include hyperexpression and/or biological modulation of other endogenous arui exogenous NOS isofonns in die 
penis, for the treatnient of oectile dysfunction. 



BlseOOCtO: <WO_9ei474aA1J_> 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States 
applications under the PCT. 



AT 


Austria 


AU 


Australia 


BB 


Barbados 


BE 


Belgium 


BF 


BuricinaFaao 


EG 


Bulgaria 


BJ 


Benin 


BR 


Brazil 


BY 


Belarus 


CA 


Canada 


CF 


Ccmial African Repubtk 


CG 


Congo 


CH 


^ - 1- m ■ 

SWUBTlaiKl 


a 


caied'IvQiva 


CM 


CanerooD 


CN 


Chiiui 


CS 


Cxechoslovakia 


GZ 


Cndi Rcputrtic 


DE 


Gcnnaiiy 


DK 


DBomailL 


ES 


Spain 


Fl 


Finland 


FR 


Fkanoc 


GA 


Gabon 



party to the PCT on the front pages 



GB 


United Kittgdoai 


GB 


Geofgia 


GN 


Guinea 


GR 


Cieece 


HU 


Hungaiy 


IE 


Ireland 


IT 


Ilaly 


JP 


Japan 


KE 


Kenya 


KG 


Kyigyscan 


KP 


Democraiic People's Republic 




of Korea 


KR 


Republic of Korea 


KZ 


Kazakhstan 


U 


Liechtenstein 


LK 


Sri Lanka 


W 


Luxenbouig 


LV 


Uivia 


MC 


Mteaoo 


MD 


Republic of Moklova 


MG 


Madagascar 


ML 


Mali 


MN 


%tfn«i mi 17 II 



pamphlets publishing international 



MR 


Mauritania 


MW 


Malawi 


NE 


Niger 


ML 


ncuyj laiMS 


NO 


NofW^ 


NZ 


New Zealand 


PL 


Mand 


PT 


Poctu^gal 


RO 


RooBMiia 


RU 


Russian Federation 


SD 


Sudan 


SE 


Sweden 


SI 


Slovenia 


SK 


Stovakia 


SN 


Senegal 


TO 


Chad 


TG 


Togo 


TJ 


Tajikistan 


TT 


THnklad and Tobago 


UA 


Ukraine 


US 


Unhed States of America 


uz 


UibekistaD 


VN 


Viet Nam 



BNSDOCID: <WO_0ei474aAlJ_> 



wo 96/14748 



PCr/US9S/14S88 



TITLE: AMEUORATION OF HUMAN ERECTILE DYSFUNCTION BY TREATMENT WITH iNOS. AND 
RELATED NOS AGENTS 

DESCRIPTION 

TECHNICAL HELD: 

This invention relates to a treatment of erecttie dysfunction, and more specifically to the treatment 
of erectile dysfunction by use of inducible Nitric Oxide Synthase (iNOS) ag^ts, including iNOS. NOS 
isofonns, inducers of iNOS, iNOS cONA and recombinant iNOS cONA-transformed penile smooth muscle 
c^ls (iNOS engineered cells), for the purpose of ameliorating erectile vasculog^ic dysfunction in the 
5 penis, typically vasculogenic dysfunction. The iNOS is induced in vivo e.g.» in penile corpora cavamosa. 
to produce penile tissue specific expression of increased levels of iNOS for amelioration of the patient's 
condition. Or iNOS may be induced in vttrp in excised and cultured corpora cavernosa ceils, extracted, 
purified and thereafta- provided to patients in a wide variety of delivery systems. Alternatively, 
recombinant INOS can be synthesized in vitro and delivered to the patient for treatment. cDNA iNOS may 
10 be introduced in patient penile tissue to produce recombinant iNOS in vivo . In another alternative ttieex 
vivo cultured cells can be transformed with penile iNOS and/or NOS isoform cDNA, and the resultant 
gertetically engineered cells introduced into the corpora cavernosa in vivo. Other NOS isoforms or their 
respective cDNAs arid recombinant proteirts, and penile celts transfected by the NOS cDNAs may be 
employed using the same procedures described for iNOS. 

15 

BACKGROUND ART: 

Impotence, the inability to obtain or maintain a penile erection sufficient for sexual intercourse, 
afflicts more than 12 million men in the USA. It is associated with aging and occurs in 25% of men aged 

20 65, and 55% of men aged 75, irrespective of the fact that the libido of the majority of these patients is 
relatively unaffected. Annually it results in more than 400,000 outpatient visits arid 30,000 hospital 
admissions in the U.S.. Surgical implantaUon of penile prosthesis iricreased from 19,000 in 1980 to 32,000 
In 1989. Accordingly, the costs of treating impotence in 1989 is conservatively estimated at 250 million 
dollars. In human terms, although impotence is not usually a life-threatening situation. Its consequences 

25 for the patient and his partner are psychologically very serious. 

Contrary to eartier assumpttons in the literature, as much as 90% of impotence is due to organic 
and not to psychogenic causes. Despite the fact that aging is a predisposing factor, organic impotence 
may t>e present as early as puberty in some patients. Vasculogenic arKl neurogenic alterations leading 
to penile erectile dysfunction are at the root of the majority of the organic impotence syndromes, since 

30 male hormone disturbances and other possible physical causes of loss of the libido play a mirx>r role in 
these problems. 

Vascular disease of many causes will eventually lead to impaired penile erection. Thus, 
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atherosclerosis, certain types of hypertensioa diat>etes. heavy smoking and alcoholism are all recognized 
risk factors for erectile dysfunction. Diat>etk:s as a group are the most prone to vascutogenk: impotence 
with more than 50% incktenoe in a population of about 2.5 million in the USA 

This invention is based on the discovery that effective ameliorative treatment can be based on 
5 inducing the penile tissue-specific expression of Nitric Oxide Synthase (NOS), the enzyme which 
synthesizes the compound nitric oxide (NO), or expressing in vivo the recombinant NOS protein, which 
NO in turn functions as a main mediator of penile erection. 

The physiology of riormal erection can be divided into three distinct processes acting in concert: 
(a) increased arterial infbw; (b) decreased venous outflow; (c) active cavemosai smooth muscle retaxation. 

1 0 The latter appears to be the key event, but the penile blood vessel tiemodynamk:s is also mediated by the 
smooth muscle of the arterial tree. Accordingly, active smooth muscle relaxation in the penile artery and 
sinusoids is conskJered to be the pivotal step in generating a normal erection. Abnormalities in penile 
smooth muscle functk>n may be the crittoal site In erectile dysfunction. 

In a normal erectk>n the stimulation is transmitted to the penis through the nen/i erigentes. the pelvic 

15 autonomk: nerve fit>ers. Neurotransmitters are released from three systems: (a) norepinephrine from the 
sympathetk: adrenergic fibers; (b) acetyk^holine from the parasympathetic cholinergic fibers; and (c) a 
substance from the nonadrenergic-noncholinergic (NANC) fibers. The NANC neurotransmitter has t>een 
shown to be nitric oxide (NO) and to act upon the smooth muscle to cause relaxatk>n. 

The smooth muscle relaxation of the trabeculae surrour)ding the lacunar spaces of ttie corpora 

20 cavernosa tias three important functions: (a) reductk>n of the rK>rmally high resting (flacckJ) resistance to 
arterial flow, thus increasing this flow through the heltoene arteries into the endothelium-lined lacunar 
spaces; (b) regulatton of btood storage into the penis, attowing penile engorgement; and (c) transmisston 
of approximately 60% of systolic blood pressure into the cavemosai space. The latter will compress the 
draining venules that run in parallel t>etween the exparujing smooth muscle and the tough ineiastk: tunk^ 

25 albuginea, resulting in venous outfk>w restrictba Oetumescence occurs by a reversal of this process 
mainly by sympathetk: control, that is, an increase of the tone of the smooth muscle in both compartments 
leading to reductbn of arterial inflow and the size of the lacunar spaces, followed by venous runoff. 

NO was kjentified as the vasoactive compound in the endothelium -derived relaxrig factor (EDRF) 
and appears to play multiple roles in different biological processes. EDRF is released from the endottiellal 

30 lining of blood vessels and induces different effects In hypoxia, vascular disease, septic shock, and 
inflammation. NO plays a signiftoant physiological role in the maintenance of vascular tone by iriducffig 
locally the relaxation of trie smooth muscle cells. Our work has shown that in the penile corpora 
cavernosa NO is the main compound responsible for erectk>n and appears to be the NANC 
neurotrar)smitter in the penis. 

35 In the case of the penis, we have prevkHJSty demonstrated by electric fiekl stimulation (EFS). 

pharmacok>gtcal treatments and the use of specific NOS inhibitors, that NO is the main mediator of penile 
erectk)n in the human, dog, rat. and rabbit. A rujmber of other laboratories have confirmed and extended 
these findings, by applying essentially two approaches: a) relaxation of corpora cavernosa strips in organ 
bath; b) erectile response in animal models. More recently, we have clearly shown the correlatkm between 
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erioctile dysfunction in the rat model associated with impotence risk factors for men, and the reduction of 
penile NOS content 

One of the sites of NO release in the penis appears to t>e at tfie non-adrenergic non-cholinergic 
(NANC) nerve tennffials of the corpora cavernosa, from which it diffuses and then binds to guanyl cyclase 
in adjacent cells and stimulates the fonfnation of cGMP mainly In the smooth muscle target tissue. This 
cGMP synthesis in turn results in a decrease in intracellular Ca2^. and subsequent smooth muscle 
relaxation and penile vasodilation. 

It is krK>wn in ttie art that Nitric Oxide Synthase (NOS) is the eruyme catalyzing the formation of NO 
in erxJothelial cells, macrophages, brain, liver and several other cell types and tissues. There are two types 
of NOS: constitutive NOS (cNOS). whose levels do not appear to change upon different experimental 
conditions; and Inducible NOS (iNOS), whose synthesis can be stimulated by bacterial toxins arKJ certain 
growth factors. In general, cNOS is classified in several groups: a first is present in brain (one isoform 
of which is known as neuronal NOS. nNOS* or Type I NOS). A second cNOS is present in endothelial cells 
(endothelial NOS. eNOS or Type III NOS). INOS (Type II NOS) was known to be expressed upon induction 
in macrophages, lung, liver, smooth muscle cells from large arteries and also in endothelial cells. 

cNOS and iNOS isolated from different tissues show the existence of several isofomis within each 
group with specific co^or requn^ents, mRNA sizes, and immunological properties. More ttian one 
isoform may t>e expressed simultaneously in trie same cell type. (The different type designations are 
shown bek>w in parenthesis.) Within the cNOS group, characterized by their Ca^^ dependence, ttiere are 
three different cytosolic isozymes: A, present in the brain, cerebellum, arKJ neuroblastoma cells; B. 
pres&it in endothelial cells; and C, present in neutrophils. Ihe first two are calmodulin dependent and 
the third is catmodulin independent, lb does not have BH^ and FAD as cofactors, and la is ttie only one 
using FMN addittonally as cofactor. There is also a partk:ulate Ca^Vcalmodulin dependent isoform that 
makes up over 9096 of endothelial cell cNOS. 

Within theiNOS group (principalV Ca^VcalmoduIki indeperKJent with unkno 
type is produced upon induction by macrophages, hepatocytes, Kupfer cells, fibroblasts, endotfielial cells, 
lung and livers in a variety of animal species. A different particulate type is present in the macrophages 
and is only NADPH dependent 

Further evidence for the significant difference between cNOS, nNOS and iNOS stems from the 
difference in their respective kinetics and substrate/cotectors requarements. L-arginine arKl NADPIH are 
the common substrate and cofactor respectively. As rK>ted above, the cNOS and iNOS isozymes can be 
distiriguished in ttiat cNOS is Ca^ Vcalmodulln deperxient, while INOS Ca^^ independent or only partially 
dependent. The reactkxi catalyzed by NOS is the conversion of L-arginine into L-citruUine, where NO is 
the product NOS activity is inhibited by a series of competitive Inhibitors such as f^-nitro-L-arginir>e and 
N^-methyl-L*arginine, or by NO chelators, such as hemogk>bln. (3*H)citrulltne synthesis is increased in 
certain cells by N-methyl-O-aspartate (NMDA) and glutamata Ttiere are no really specific chemical 
inhibitors of the different NOS isofbrms. Hydroxy-arginlne and arginine dipeptides are also NOS 
sut>strates. AmtnoguanUine appears to t>e a preferential inhibitor for INOS, but Its specificity varies with 
theceOtype. 
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in addition. NOS mRNA (and rasutting cDNA) are isofonn specific and are expressed in a tissue 
differential fashion. For example, the DNA sequences (Including introns and exons) of the gene tor rat and 
human t>rain cNOS (nNOS) have been cloned. Their mRNA is expressed as a 10.5 Icb polynucleotide 
species. But the same mRNA species is not found In rat kidney, liver, or heart tissue. Besides rat 
cerebellum. nNOS has been purified from rat polymorphonuciear neutrophiles and other sources. The 
iNOS cDNA has been cloned from t)Ovine and human endothelium. In the latter case, the corresponding 
cNOS mRNA is 4 kb in length, and is encoded by a gene different from that expressed in the brain. 
Further, INOS has been cloned from LPS-stimulated rat and mouse macrophages, rat vascular smooth 
muscle, human hepatocytes and cortdrocytes. Although only one iNOS gene has so far t>een Mentified 
in each of the species investigated (human, rat. mouse), recent evidence suggests that some of the 
repeated sequences identified in the human geruxne may correspond to two or more different genes. 

Induction of non-penile NOS Is triggered in vivo in rat and mouse models by injection of 
lipopoiysaccharide from E Coli (LPS), and in vitro by incubatkm of cells or tissue strips with LPS. 
mterteukin p. tumor necrosis factor fTNF-a) and/or y interferon. The induction is protein synthesis- 
dependent and blocked with dexamethasone or other glucocortcoids, and with TGF-p. 

The presence of NOS in the human, rabbit, and rat penis tissue homogenate has t>een shown by 
us by following the convefsk>n of (3-H) L-argtnine into (3-H) L-citruUine in the cytosol fractk>n. We and 
others have detected the nNOS isoform by Western Bk)t, and k)caltzed it in the nerve terminals of the 
penis by histochemistry and immunocytochemistry. However, no characterization has yet t>een made of 
the main penile NOS isozyme responsible for NO synthesis during sexual stimulus. In additk)n. recent 
gene knock-out experiments ^led to affect the reproductive t>ehavior of transgenic mice when nNOS. 
eNOS or iNOS were silenced. This paradoxtoal result appears to derive from the expresston or activation 
of non-NO altemative erectile pathways. Our own cument work described herein indk:ates the existenc 
of distinctive penile NOS isozymes different from those in other tissues. Other non-NOS dependent 
pathways may be present in the penis and they are supposed to cooperate during penile erectton with the 
NO cascade, or t>ecome predominant after a long-term impairment or silencing of the penile NOS. These 
putative physiok)gical ancillary relaxants of the penile smooth muscle include vasoactive intestinal 
polypeptide (VIP), calcitonin gene related polypeptide (CGRP), prostaglarxJins. etc. 

That NOS decrease or inactivation may k>e associated with certain forms of erectile dysftoiction has 
t>een shown by our recent work on aged intact rats. diat>etic BB rats, and aruirogen-depleted rats. In tooth 
intact senescent rats and castrated rats, the levels of erectile response to EFS and of penile NOS can toe 
restored to normal values by androgen administratton. EFS Itself modulates (activates or inhibits) penile 
NOS activity, and it does this in a differential form t>etween intact and castrated rats. 

However, no treatment based on the manipulatton of endogenous NO synthesis, or endogenous 
NOS activity or expression, has toeen shown or proposed in the scientific iiteratura The cunrent 
pharmacotherapy of erectile dysfunctton Is based exclusively on the topk:al appltoatton. or the direct 
intOTiittent self-injectton. or intraurethral administratton into the penile corpora cavernosa f mixes of 
vasoactive compourKis. including nitrodonors. immediately prior to sexual intercourse, or surgicai 
treatments based on prosthesis implantation or arterial/venous operations. For example. U.S. Patent Nos. 
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4,931 .445 (Qoldstain et al.), 5,336,678 (Cavaiiini), and 5,278. 1 92 (Fung et ah), teach methods of treating 
impotence through adm^istering the dnjgs etoparidone. Minoxidil, or isobutyl or isoamyl nitrite, 
respectively. Bredt et aL in U.S. Patent 5,268,465 have characterized a rat brain cONA encoding a 
calmodulin-dependent NOS molecule of specific sequences, but does not suggest or teach treatment of 
5 erectile dysfunction therewith. This is a cNOS or nNOS. Stuehr et al. in U.S. Patent 5,1 32,407 teach a 
three-component calmodulirvindependent NOS flavoprotein purified from mouse macrophages, but does 
not teach treatment of erectile dysfunction. 

Voss et al. in U.S. Patent 4,801,587 teaches use of DMSO as an absorption agent to introduce 
papaverine, a compound krK^wn for treatment of human impotence. B-Rashldy in U.S. Patent 5,256,625 
1 0 teaches the use of hydroxy propy l-p-cyclodextrin as an absorption enhancer for papaverine. 

The main subject of the current invention, the penile iNOS isoform, has previously never t>een 
detected eitfier at the enzymatic or protein levels, at the mRNA levels, nor in penile tissue sections by 
immuiocytochemical procedures. Other than our own exclusive work on rat penile smooth muscle cells 
(RPSMC). human penile smooth muscle cells (HPSMC), on tissue slices of human and rat corpora 
1 5 cavernosa, and fri vivo in the rat corpora cavernosa described herein, there are no reported studies on 
iNOS detection in penile cells. It was unknown whether iNOS has any physiotogical rote in erectile 
fuv:tion. and there are no publk:atk}ns proposing or suggesting that penile INOS ever existed or could t>e 
applied for the therapy of erectile dysfunction. 

Indeed, vascular INOS. when induced, may have a deleterious effect on blood pressure. It is 
20 assumed to participate in septic shock, without apparently acting on the nomnal maintenance of bkxxJ 
vessel tone. In addition, the induction of iNOS. INOS cDNA or gene therapy to improve penile erection 
has not been considered before probably because of the risk of systemic hypoter^ion or uncontrollabi 
priapism, and the belief that it does not participate in the natural erectile response. To our knowledge, no 
publk:ations on the continuous delivery of compounds into the penis are available as opposed to 
25 intenmittent treatment modulators. No publications teach the use of the other NOS isofonms (neuronal and 
endothelial) or their regulatkxi for treating erectile dysfunction. 

Accordingly, there is a need in this fiekJ to provkle an improved method of treatment of erecUle 
dysfunction by inducing endogenous production of iNOS in penile tissue or by introductk^n of exogerxxjs 
INOS to penile tissue, and in the alternative, the applicatkxi of other NOS Isofbrms or their regulation in 
30 the penis by applying the procedures of this inventton. 

DISCLOSURE OF INVENTION: 

It is among the objects and advantages of this invention to provide methods and compositions for 
amelbration of erectile dysfunctton through k)calized treatment of the penis with pmiie INOS and/or other 
35 NOS isofbrms. NO protefn(s), inducers of INOS, and iNOS cONA, in order to minimize the systemc effects. 
Other objects and advantages Include to: 

ProvUe methods and compositions for increasing the level of iNOS in patient penile tissue through 
direct or indirect cntroductk3n of penile INOS into tf>e tissue; 
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Provide delivery systems for introduction of inducers of iNOS into th penile tissue of patients for 
the purpose of ameliorating vasculogenic impotence, including vasculogenic impotence: 

Provide methods of cloning, sequencing and expression of penile INOS. and evidence of its 
distinctive properties; 

Provide methods of treating human patients exhibiting erectile dysfuoctton symptoms by a variety 
of systems, including: penile implantation of microcapsules containing iNOS inducers: or penile iNOS 
recombinant protein (native or modified) in the corpora cavernosa: or by genetically engineering in vivo 
production of iNOS in affected penile tissue, or ex vivo in penile cells and tissue to be implanted in the 
penis, or by systemic administration in certain cases; and 

Provide compositions of penile and non-penile NOS isoforms and their biological regulators and 
methods of use in the treatment of erectile dysfunctions. 

Other objects of this invention are evident from the Oetailed Description. Drawings and Claims. 

The present invention provides a new treatment for erectile dysfunction by the mechanism of raising 
the level of inducible nitric oxide synthase (iNOS) in the penis by various agents, which in tum, in yiyft, 
effectuates the physiologically controlled production of nitric oxide (NO) to mediate the erectile response 
by its effect in relaxing the smooth muscle in the corpora cavernosa of the penis. 

This invention is directed to methods and compositions for ameliorating erectile dysfunction in 
patients through increasing levels of iNOS in penile tissue either by direct introduction of iNOS to penile 
tissues, or. in the presently preferred embodiment, inducir^g erulogenous production of iNOS by treatment 
with appropriate INOS inducers, introduction of iNOS cDNA or by transformation of excised and cultured 
penile corpora cavernosa celts or tissue pieces with recombinant iNOS cDNA and re-introduction of these 
cells in the penis in vivo where they proliferate, and improve the NO-producing capability of the corpora 
cavernosa tissue. These procedures are also applicable to use of other NOS isoforms, arKl their 
conresponding cDNA. genetically engineered cells, or in vivo gene therapy approaches, in ttie penis to 
therapeutically modulate erectile dysfunction. 

Figure 1 shows schematically trie several embodiments of the invention. In one embodiment, cells 
or pieces from excised tissue specimen 1 (preferably corpora cavernosa cells) from penis 2 are cultured 
or incubated 3 in appropriate media. The cultured Penile Smooth Muscle Cells (PSMC) or corpora 
cavernosa slices 4 are then treated with inducers 5 appropriate for in vitro induction of iNOS. The INOS 
7 from the induced cells or tissue 4 can be extracted, purified 8 and delivered 9 to the penis 2 for 
treatment. Alternately, the mRNA from in vitro induced PSMC can be isolated 10 and its conresponding 
cDNA cloned 11, e.g., by RT/PCR (reverse transcription and polymerase chain reaction), library 
techniques, or other cloning techniques. ITie resulting iNOS cDNA 1 2 is prepared 13 and delivered 9 to 
the penis of a patient for treatment. Alternately, in the prefenred embodiment, the cloned iNOS cDNA 1 2 
can be used to generate recombinant iNOS protein 1 4 which can be recovered 1 5 and delivered 9 to the 
penis 2 for treatment. In yet anotiier embodimeit. the cultured PSMC cells or tissue pieces 20 are 
transformed with the recombinant penile iNOS cDNA 12 to produce iNOS engineered cells or corpora 
cavernosa tissue 22 wtiich are then introduced 24 into appropriate penile tissue 26, such as the corpora 
cavernosa 28. There the cells or tissue implants proliferate to reiuvenate arKl augment the endogenous 
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iNOS producing capability of the penile cells and tissue stnictures. Inducers 16 appropriate for in vivo 
induction of iNOS can be delivered 9 to the penis 2 of the patient thus raising the level of INOS 
erKJogenously produced in the penile tissue. The delivery of NOS biological ^ents to the penis can be 
achieved by systemic administration in certain cases, for example, as detailed in Example 10 t>eiow. 
5 In vitro induction of iNOS in the cultured Rat Penile Smooth Muscle Cells (RPSMC). Human Penile 

Smooth Muscle Cells (HPSMC). and pieces of or rat or human corpora cavernosa was accomplished by 
treatment with different agents alone and in combination, such as lymphokines and bacterial 
lipopolysaccharide (LPS). Treatm^t with various inducer mixes caused significant increases in the NOS 
activity of the treated cells and tissue as measured by the accumulation of nitrites in the culture medium. 

1 0 The time-course for the RPSMC showed a linear response up to at least 60 hr. which was inhibited by L- 
NAME, thus indicating that this increase in nitrite release is due to iNOS irxluction. The fact ttiat the 
observed stimulation of nitrite accumulation in the RPSMC culture medium was due to iNOS induction was 
confirmed by demonstrating the presence in the induced penile cells of both iNOS mRNA and INOS 
protein by northern and western blotting respectively. The probe used for northern blot analysis was a 

15 350bp fragment of INOS cDNA from RPSMC; western blot analysis was by reaction of lysed induced 
RPSMC with a commercially available INOS antibody. 

Based on our results on the conditions for in vitro induction of cultured cells, treatment in vivo is 
accomplished by delivering an inducer mix. such as ttie one descrit>ed in detail in Example 2 t>elow 
comprising E. coli lipopolysaccharide (LPS), recombinant rat interieron-Y (IFN-y). recombinant human 

20 tumor necrosis fatctor (TNF-a), and recombinant human interieukin-l p (IL-1 p), to the penile corpora 
caverrK>sal tissue of a rat model. Application to human patients requires human IFN-y. Other mixes may 
be used and added to the delivery of single agents. A delivery method Involvffig constant Infusion of the 
inducer mix by means of an osmotic pump attached to a catheter which feeds into the corpora cavernosal 
tissue is the presently preferred method, although any suitable delivery system can t>e employed, such 

25 as embedded or injected microcapsules, injection of the mix. intraurethral introduction, topical or subdural 
application, or the lika 

The disclosed pump system can be set to deliver the inducer mix to a rat for a short pertod (e.g.. 
1 ul/hr during 3 days) or for a tonger treatment period (e.g.. 0.5 ul/hr during 1 4 days). We have observed 
that the short-term (ie.. 3 day) treatment is more efficactous than the long-term (ie., 14 day) treatment, 

30 however this may t>e an artifact, due to the cn^ivation of some of the biological constituents in the 
inducer mix when the mix remains in the pump for extended periods. The formulatton. delivery system, 
and scheduled administration should be adjusted for the human patient on a case by case basis. 

The descrit>ed treatment with INOS inducers markedly improves the erectile response in In vivo 
tests performed on rats of ttvee different age groups, adult (5 month oU). "old' (20 month old), and "very 

35 oW (28-32 month old). The erectile responses of the subject rats after completton of the inducer 
treatment were measured by detecting the maximal intracavemosal pressure in response to electrical field 
stimulatk)n (EPS) of the cavernosal nerve in the animals. No priapism was observed, indicating that the 
induced penile iNOS remains under physiobgtcal control. No hypertension or other major side effects 
were detected. 
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Treatment with a sub-optimal dose of the nitric oxide synthase inhibitor N-nitro-L-arginine methyl 
ester (L-NAME) subsequent to treatment with the inducer significantly reduced the obsen^ed erectile 
response. This data demonstrates that the inducer treatment mechanism is via the NOS cascade. That 
the inducer treatment worlcs by induction of nitric oxide synthase is further demonstrated by data that the 
5 penile tissue homogenates of rats treated with inducers of iNOS showed increased NOS activity relative 
to untreated controls, by histochemical detection of NOS activity and protein in penile tissue sections, and 
by Western Blot detection of iNOS in the penile cytosol. 

The feasibility of INOS induction in the rat corpora cavernosa is also demonstrated ex vivo in 
incubations of penile slices and determination of iNOS by nitrate and Western Blot assays. This process 
1 0 can also be effected by the presence of the invention ex vivo in incubations of human corpora cavernosa, 
as shown by similar assays, and In human penile smooth muscle cells (HPSMC) by RT/PCR of the 
extracted RNA. 

A cDNA library was prepared from Induced RPSMC, screened with adequate prot>es, and several 
iNOS^ clones were detected and sequenced. Comparison of the complete sequence of the RPSMC iNOS 
1 5 coding region showed two distinctive amino acid differences as compared to the published sequenc of 
rat vascular iNOS. suggesting a distinctive penile INOS species. A construct of RPSMC INOS was used 
to stably tranf ect RPSMC and the cells constitutively expressed INOS. A parallel sequence of the HPSMC 
iNOS was also obtained, confirming iNOS induction in human penile cells and the distinctive nature of the 
penile iNOS. 

20 The rat PSMC iNOS construct was used for in vivo gene therapy of impaired corpora cavernosa 

In aged rats, showing that by a single injection of a liposome-based RPSMC iNOS construct preparation, 
several rats displayed after five days an erectile response higher than that typically observed even in adutt 
rats. INOS protein produced in vivo was detected by Western Blot This Improvement in erectile response 
was more uniform (all rats tested) and equally intense after 1 1 days after the single injection treatment. 

25 Another construct of RPSMC iNOS cDNA was prepared in a baculovirus expression vector and iNOS 
protein was expressed in insect cells. Both the transfected cells and tissue pieces, and the iNOS 
recombinant protein, can be used for irx:reasing penile NO synthesis by direct molecular or implantation 
in the corpora cavernosa. 

The methodology of this invention can be extended to other penile and non-penile NOS isoforms 

30 for these and their biological regulators for the treatment of erectile dysfunction. 



BRIEF DESCRIPTIGN OF DRAWINGS: 

The invention is described in more detail by reference to the drawings in which: 
Hg. 1 is a schematic illustration of the methods of the invention including use of INOS and INOS 
35 inducers directly or indvectly to treat human erectile dysfunction; 

Hg. 2 is a series of bar graphs showing the in vitro stimulation of nitric oxide synthesis in cultures 
of rat penis smooth muscle cells (RPSMC) by treatment with iNOS inducer mixes comprising one 
lymphokine supplemented with arxl without bacterial llpopolysaccharkJe (LPS) as measured by the 
accumulation of nitrites In the culture medium; 
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ng. 3 is a series of bar graphs showing the in vitro stimulation of nitric oxide synthesis in cultures 
of RPSMC by treatment with iNOS irKJucer mixes comprising two or three iymphokines plus LPS as 
measured by the accumulation of nitrites in the culture medium; 

Fig. 4 is a line graph showing the time course and stability of the iNOS induction of RPSMC cultures 
5 treated with a standard binary iNOS inducer mix In the prasencB or at>sence of the NOS inhibitor L-NAME 
as measured by accumulation of nitrites in the culture medium; 

Rg. 5 is a bar graph showing that the turnover of the enzyme when the irxJucers are removed arxj 
not replaced is slow thus indicating the persistence of high levels of iNOS for a considerable period after 
induction; 

1 0 Fig- 6 is a Northern Blot of poly A+ mRNA from RPSMC submitted to a time-course of induction, 

as hybridized with a RPSMC iNOS probe; 

Rg. 7 is a Western Blot of an extract obtained by lysis of induced RPSMC and reacted with 
commercial INOS antibody; 

Rg. 8 is a tine graph showing the uniform improvement in erectile response to electrical field 
1 5 stimulation of the cavemosal nerve in 5. 20. and 30 month old rats treated for three days with a constant 
infusion of several inducers of the inducible form of penile nitric oxide synthase of this invention; 

Rg. 9 is a t>ar graph showing increased sensitivity of the erectile response of rats as treated in 
Rg. 8 to a suboptimal dose of an inhibitor of nitric oxide synthase; 

Rg. 10 is a line graph showing ttiat a medium-term local treatment (14 days) of three age groups 
20 with inducers of nitric oxide synthase does not give a better response ttian the short tenn paradigm in the 
enhancement of penile erection triggered by electrical field stimulation; 

Rg. 11 is a bar graph showing that a suboptimal dose of a nitric oxide synthase inhibitor 
differentiates respondents from non-respondents in the EFS erectile test in rats of different ages; '-■ 

Rg. 12 isa bar graph showing the increase in nitric oxide synttiase activity in the penile cytosol of 
25 rats treated for three days with inducers of nitric oxide synthase; 

Fig. 1 3 is a bar graph showing that the increase in NOS activity In the cytosol of inducer treated rats 
is inhibited by treatment with L-NAME but is unaffected by treatment with aminoguanidine; 

Rgs. 14 A, B and C are photomicrographs of penile tissue showing the increase in NOS activity 
in the penile tissue of inducer-treated rats as detected by histochemistry; 
30 Rgs. 15 A, B and C are photomicrographs of penile tissue showing ttie increase in iNOS in the 

penile tissue of iriducer-treated rats as detected by immunocytochemistry; 

Rg. 16 is a Western Blot autoradiogram showing the expression of iNOS protein detected in the 
corpora cavernosa from aged rats subjected to pump Infusion of INOS IrKluoers; 

Rg. 17 is a Western Blot autoradiogram showing that INOS induction can be obtained ex vivo in 
35 the penis, fri incubations of slices of rat and human corpora cavernosa where iNOS increase is 
demor)strated by nitrite release and Western Blot assays; 

Rg. IB is a sequence overlap map showing tlie INOS cDNA clones that were sequenced from a 
first induced RPSMC library; 
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ng. 19 is a sequence comparison showing the iNOS cDNA clones that were sequenced from a 
second Induced RPSMC lit>rary and the two clones selected for constructing the INOS cDNA recombinant 
representing the whole coding region; 

ng. 20 is a comparative sequencing chart showing the strategy applied to sequence the HPSMC 
5 iNOS cDNA, and the comparison of 60% of the HPSMC INOS coding region with that corresponding to 
human hepatocyte iNOS cDNA; 

Fig. 21 is a chart showing the primers used for gerierating the RT/PCR fragments from HPSMC 

iNOS; 

Fig. 22 is a chart showing the homology between the sequence of regions in the RPSMC iNOS 
1 0 cDNA and their counterparts in the human hepatocyte iNOS; 

Fig. 23 are pressure plot ctiarts showing the improvement of the erectile response to EPS in aged 
rats subjected to gene therapy by direct injection in the corpora cavernosa with a construct of RPSMC 
INOS cDNA; and 

Fig. 24 Is a Western Blot analysis showing the expression of INOS protein detected by Western 
15 Blots in penile cytosot from aged rats subjected to gene therapy by direct injection in the corpora 
cavernosa with an RPSMC iNOS cDNA construct 

BEST MODE(S) FOR CARRYING OUT THE INVENTION: 

The following detailed description illustrates the invention by way of example, not by way of 
20 limitation of the principles of the invention. This description will clearly enable one skilled in the art to 
make and use the inventk>n. and describes several emkKxJiments, adaptations, variations* altemativesand 
uses of the Invention, including wtiat we presently believe is the t>est mode of carrying out the invention. 

Measurement of NO production is based on the generation of NO co-products, sudi as (3-H) 
cltrulline originated from (3-H) L-arginine, or from the relatively stable NO metabolites, such as nitrites and 
25 nitrates. The latter procedure is partk:ularly suitable for measuring the release and accumulation of the 
NO-products in the extraceliular medium. 

iNos protein can be detected and evaluated by immurKXletectjon in tissue sectk^ns 
(immunocytochemistry) and cytosol (Western Btot), by Northem Blot analysis of its mRNA, or by 
histochemical detection of NOS*associated activity (NADPH diaphorase assay). 

30 

EXAMPLE 1 In vitro Induction of iNOS in Smooth Muscle Cells 

This example demonstrates the method for obtaining a high level of stable induction of nitric oxMe 
synthase in vitro in cultures of rat penis smooth muscle cells (RPSMC), to select condittons for the in vivo 
Induction experiments. 

35 Primary cultures of RPSMC were initiated from small pieces of penile tissue excised from 3 months 

old Sprague Dawley rats, utilizing Dulbecco's modified Eagle medium (DMEM) with 20% fetal calf serum, 
at 37*C in the presence of 5% COj. Cells grown from the explants were then transferred to medium with 
10% seoim. and at the 4th to 10th passage (1:3 splits) ttiey were utilized for the experiments, unless 
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Otherwise indicated. Aftemativeiy, cells from the 4-8th passage stored under liquid nitrogen were used 
to reinitiate the cultures, and used for incubations on the following 2-4 passages. These cultures are 
considered to consist mainly of smooth muscle cells from the penis based on morphological and cyto- 
immunochemical criteria. 

5 Ail experiments wereconducted at 90-1 00% cell confluence on "Primaria' cuitureware, usually 24* 

well plates, adding or not the irKjucers indk:3ted in each experiment. When not speciftcaJly stated, the 
standard binary induction mix consisted of bacterial lipopolysaccharide (LPS) (1 0 ug/ml) and recombinant 
murine interferon-y (INF-y) (250 U/mO- Other substances to be tested were added as indicated to the 
serum-containing medium, and the incubation proceeded for ttie times indicated. The medium was 
1 0 always collected and stored for an indirect measurement of NO production based on the determination 
of its conversion into nitrites. The procedira was based on ttie application of the Qreiss reagent, using 
250 ul of the medium mixed with an equal volume of reagent. Each experimental condition was carried 
out in trfplicata 

Rgure 2 presents the results obtained in 48 hr incut>ations with one cytokine supplemented or not 

1 5 with LPS. In the absence of inducers (parcel 1 , left bar) there is only a very marginal NO production (less 
than 5 uM, or 2.5 nmotes per well), and LPS by itself (1 and 1 0 ug/mO only marginally stimulate this basal 
synthesis by less than 50% (panel 1, central and right bars, respectively). 

The addition of INF-y (50 to 500 U/ml) in the absence of LPS (panels 2 through 5. left bar) causes 
a dose-proportional moderate increase of nitrites to a maximum of 45 uM. Supplementation with 1 orio 

20 ug/mt LPS (central and right bars, respectively) stimulates the Induction up to 120 uM, or nearly 20*totd 
the basal level. In contrast. TNF-a up to 500 u/ml did not have any effect either in the presence or the 
absence of LPS (panels 6 and 7). lnterleukin-1p0L*1|i) at the minimum concentration tested (5 ng/rtiQ in 
the presence of 10 ug/ml LPS (panel 8. right bar) was slightly more effective tfian the 500 U/mi dose of 
INF*Y (panel 8, right baa), but higher concentrations of IL-1 p up to 100 ng/ml (panels 9, 10), enhanced 

25 relatively little the level of stimulation. 

The supplementation of the INF-y/LPS binary combination with additional cytokines (tertiary or 
quaternary mixes) is presented on Rgure 3. The basal NO synthesis in this experiment in ttie absence 
of cytokines (panel 1 1 ) was slightly higher ttian in the prevkxjs series (compare with panel 1 ), and the same 
occurs with the binary combtnatkxi of 1 0 ug/mt LPS and 250 U/ml INF-y (pane) 1 2 compared with panel 5), 

30 chosen as "standard mix' for successive in vitro exoerim^ts because of its tow cost Taking this mix as 
reference, ttie addition of TNF*a to 500 U/ml and IL-1 p (panel 13) doubles NO synthesis in the presence 
of LPS (central and right bars). Moreover, what is very important the iNOS nductton becomes 
independent of LPS additton (left bar). No further stimulation is achieved by raising TNF-a to 3.000 U/ml 
(panel 14). 

35 ThatTNF-a is not theessential Ingredient iscorroborated by: (a)omittir>gitfromthemixandraiSffig 

IL-1 p to 1 00 U/ml, whtoh only slightly decreases stimuiatkxi (panel 1 5), arxJ by (b) supplementing the latter 
mix with 500 U/ml TNF-a, which alttiough prevents this small reductton does not raise the stimulaticm 
further (panel 16), IL-1 p can t>e towered to 5 ng/ml arnJIFN-y to 100 U/ml (panel 17) with Iltde effect on tfie 
inductton (compare with parcels 14 and 16). The possibOity of reducing lL-ip to 5 ng/ml without 
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compromising stimulation is very obvious by comparing panel 18 with the homologous panel 13 where 
four fold more IL-1 p was used. 

The time-courseof the INOS induction is shown on Fig. 4, where cultures of RP-SMC were treated 
or not with the standard mix, in the presence or absence of a NOS inhibitor (L-NAME). for periods ranging 
5 from 0 to 96 h and nitrites were estimated in the medium. In the absence of an inhibitor there is very little 
nitrite accumulation even at 96 h (solid squares), but with the standard induction mix. after a 6-10 h lag 
period of little stimulation, there is a nearly linear synthesis up to 48 h. with a slow-down in this rate after 
that period (solid circles). That this nitrite release is due to iNOS induction is shown by the up to 85% 
inhibition obtained with 2 mM L-NAME (solid diamonds). 

1 0 The slow-down of nitrite synthesis after 48 h in the presence of inducers is not due to a significant 

increase in iNOS degradation but rather to feed-back inhibition of enzyme activity by excessive product 
accumulation, as shown on ng. 5 (+l). RP SMC were cultured to confluence onto 24-well plates in the 
absence or presence of inducers, and medium was removed at 48 h and replaced by fresh medium 
containing inducers or not. When nitrite synthesis is prorated per hour, the value obtained during days 

1 5 3-5 (hatched bar) is even higher than that occunring in the preceding two days (empty bar). The turnover 
of the enzyme when the inducers are removed at 48 h and not replaced (Rg. 5 (-1)) seems to be slow, 
which should assure the persistence of high iNOS levels for a considerable period after ceasing the 
induction. 

The fact tfiat the observed stimulation of nitrite accumulation in the RPSMC culture medium was 

20 due to iNOS induction was confirmed by demonstrating the presence in the induced penile celts of both 
iNOS mRNA (northern blots), and iNOS protein (westmi blots). For northern blot ^ysis of iNOS mRhiA 
expression, mRNA was Isolated firom RPSMC on two 10 cm dishes by standard guanidium thiocyanate/ 
CaCI method complemented with two series of phenol/chloroform extractions separated by ethanol 
precipitation, and polyA+ RNA was isolation by oligo dT chromatography. Northern blots were done with 

25 3-4 ug poly A-i- RNA per lane on formaldehyde-denaturing 1 % agarose gels, and subsequent transfer to 
the nylon membranes with 1QX SSC, using the Posiblot pressure blotter. 

Filters were hybridized as we previously described with a [32-P] labeled specific probe we 
generated consisting of a 350 bp fragment of iNOS cDNA from RPSMC, designated RPSMC-iNOS350. 
This fragment was synthesized by us by reverse transcription (RT) of 1 ug of polyA*i-RNA from pp-SMC 

30 Induced with LPS/ylNF. using antisense and sense primers N04 and N03. respectively. These primers 
are 20-mers designed from the nucleotide sequence of the mouse macrophage INOS arxl encompass a 
350 hp fragment in the FMN region of this cDNA. This probe was cloned into Invitrogen PCRii vector and 
subcloned into Promega pGem3z. Automated dideoxysequencing showed this probe to have 92% 
homology, respectively, to the mouse macrophage iOS cDNAs. After treatment with the NOS probes. 

35 northern were re-hybridtzed with the glyceraldehyde phosphate dehydrogenase (GPDH) probe. 

For western blots, other RPSMC dishes submitted to the induction were washed, lysed in a 
conventional buffer, boiled for 5 min, and the extracts clarified in a microcentrifuge. Allquots were ran on 
an SDS electrophoresis minigel with the appropriate molecular weight standards arxl submitted to a 
western blot transfer to nitrocellulose membranes. The filters were reacted with a 1/2000 dilution of a 
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commercial rabbit antiserum against tt^ carboxi terminus of the mouse macrophage iNOS (Affinity 
Bioraagents). The signal was visualized by a horse radish peroxidase goat anti-rabbit secondary antibody 
and a commercial ECL (iuminoO detection kit. 

Fig. 6 shows the northern blot of polyA-#- from RPSMC submitted to a time-course of induction, as 
5 hybridized with our rat PSMC iNOS probe. The 4.5 lib typical signal is visible on the top part, and the 
glyceraldehyde phosphate dehydrogenase reference band on ttie tx)ttom part Hg. 7 shows the western 
blot of an extract obtained by lysis of induced RPSI^C and reacted with a commercial iNOS antituxJy. 
indicating the expected 125-130 KO INOS band (lane 2). No signal was obtained with a rat cerebellum 
extract (lane 1). Lane 3 is empty. 

10 

EXAMPLE 2 Direct Infusion of INOS Inducers into the Penile Corpora Cavernosa 

This example demonstrates the method for infusing inducers of nitric oxide synthase directly into 
the penis in a rat. 

Male Fischer 344 rats firom three age groups designated "adult' (5-month old), "old" (20 month old). 

15 and "very old" (28-32 month old) rats, were anesthetized with an intraperitoneal injection of sodium 
thiopental (pentobarbitaO at 50 mg/kg. The deftnttion of these age groups in terms of relative aging 
corresponds to conventional designations for the Fisher 344 strain of rats (maximal life span approximately 
34-36 months; optimum breeding activity 2.5-B months). The rats were retired breeders whenever 
possible. Animals were maintained under controlled lighting and were treated according to NIH 

20 regulations. The number of animals in each group for each individual experiment is indicated in the 
corr^porKlIng figure. 

A transversal suprapubic skin iru^ision (5 mmm) was done to expose the penis angle and Its 
proximal portion. The right corpora cavernosa was then cannulated with a 27-gauge needle attached to 
a vinyl tubing (Bolat>/bb317-85 Arizona) which was corinected with an ALZET^ osmotic pump (Atza 

25 Corporation. Palo Alto. C>^. Each pump (100 or 200 ul reservoir volume, as indicated) contained a mix 
of E. coll lipopoiysaccharide (LPS) at 1 ug/ml, recombinant rat interferon-y) (IPN-y) at 2,500 U/ml, 
recombinant human tumor necrosis factor-(TNF-a) at 2,500 U/ml, and recombinant human interleukin-1 p 
(IL-1 p) at 50 ng/ml. This mix was tested and fourxl effective in the rat corpora cavernosa and may be used 
in like methods in human penile tissue (see Example 5). with the substitution of human INF-y for the rat 

30 fc>eing preferred. 

The needle and the tubing were fixed to the penis peripheral tissues by Mersilene 6-0 suture and 
tt>e osmotic pump was placed subcutaneousty on the rat abdomen. The needle was pierced into the 
corpora cavernosa, checking its proper delivery into ttie lacunar spaces by injection or heparinized saline 
solutton and observation of the mechanically iruJuced erectton prior to ttie final connectton with the pump. 
35 The lncisk)n was closed by layer using Dexon^ Phjs 4-0 suture and ttie success of ttie operatk)n was 
ctiecked all throughout the experiment by observation of a nomial recovery and urinary activity. TTiese 
criteria were completed by verifyaig the abserk:e of periptieral hematomas or inflammation wtim 
was removed. Each pump delivered the inducer mix by osmotk: pressure ttvough the catheter directly 
into the corpora cavernosa, either at 1 ul/hr during 3 days (pump 1003O) or at 0.5 ul/hr during 14 days 
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In cenain cases pump 1003D was removed from the anesthetized rat at the third day, and a new 
pump with fresh solution was instilled in the atKtomen and connected to the catiieter as above. The 
treatment proceeding until all the content of the resen^oir was expelled, for an additional 3 days period. 

5 

EXAMPLE 3 Measurement of the imorovement of Erectile Response 

This exam pie demonstrates the method for measuring the improvement in erectile response caused 
by treatment with inducers of nitric oxide syntfiase. 

At the completion of each treatment rats were anesthetized as in Example 1 and the erectile 
1 0 response was measured by a modification of a published procedure. Briefly, the cavemosal nerve was 
surgically exposed and stimulated with a square pulse stimulator connected to a platinum bipolar 
electrode positioned on the nerve. Through a needle inserted into the cavernosa, the intracavemosal 
pressure was recorded with a pressure transducer connected to a recorder that was calibrated with a 
manometer in order to express the response in mm of mercury. The animals were reinfected every 45 min 

1 5 with 35 mg/kg of ketamlne for the whole duration of the experiment (about 2-3 hours). 

Each rat was submitted to the following sequential treatments done tn duplicate: a) electrical fi Id 
stimulation (EPS) at a frequency of 1 5 Hz for pulses of 30 sec, separated for 5 min intervals, for the voltage 
response curve, at 15, 10. 2.5, 5 and 10 volts, in this order, b) EPS at 10 volts with the nitric oxide 
synthase (NOS) inhibitor N -nitro-L-arginine methy ester (L-NAME) at 2 mg/icg, at a single dose per animal, 

20 recording 30 min. after injection. In some animals, the systemic blood pressure was measured at the 
beginning of the experiment, by intrafemoral cannulation and recording as above. Means and standard 
devlatioris were determlried for the intracavemosal pressure values, and the statistical signifjcartce was 
obtained by the paired Student's t test 

Rg. 8 shows that Vnere Is a significant increase of the erectile response to EPS measured by the 

25 maximal intracavemosal pressure at 1 0 volts In adult and old rats, but a non-significant stimulation in very 
old rats, treated for three days with the 100 ul pumps (open symt>ols), as compared with rats of the same 
ages not submitted to this treatment. At the 2 volt threshold the stimulation of erectile response is 
significant in all groups. Treatment of the old rats displaying erectile dysfurK:tion with the iNOS inducer 
mix turns them Into better respondents than the younger animals (adult group). 

30 This considerable enhancement of penile erection fourxj even in non-aged (adult) rats is not 

accompanied by undesirable side effects. The rats look healthy and alert, their systemic blood pressure 
remains normal, and there is no indication of priapism. This suggests that vi^tever the mechanism of 
penile erection enhancement, it remains under physblogical control which is released by the EPS stimulus. 
While we do not wish to be txxjnd t>y theory, we t>elieve the EPS stimulus elicits a nerve transmission 

35 process in the penis similar to one or more processes occurring during sexual stimulation, or responsive 
to sexual stimulus. 

Rg. 9 shows that the stimulation of penile erection in ttie treated rats is dependent on the NOS 
cascade, since it is inhibited by sut>-optimal doses of L-NAME. The fraction of maximal intracavemosal 
pressure remaining after L-NAME treatment was established and compared with equivalent values in 
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untreated rats previously obtained by us in a separate study. The comparative values In the treated and 
untreated rats were: 39% vs 62% (adult), 18% vs 30% (old), and 28% vs 23% (very old), in the treated 
vs untreated rats. This indicates that in ttie adult and old animals the dependence on the NOS cascade 
upon treatment becomes even higher than in the absence of NOS inducers and in the senescent remains 
ttiesame. 

The efficacy of the short-term treatment (3 days) over tonger treatments where tfie irxjucer mix 
remains in the pump for 1 4 days, with the possibility of inactivation of some of the biological constituents, 
is shown in the experiment depicted on Fig. 1 0. This illustrates the effects on the erectile response to EPS 
after the 14 days treatment with the same inducers used in Rg. 8. Two groups of rats are apparent in 
each age group: high resporxlents (solid symt)Ols), with up to 50% and 300% stimulation of the 
intracavemosal pressure at 10 and 2 volts, respectively, above the respective untreated rats (shown on 
Fig. 8); b) non-respondents (open symbols), with values similar or betow the untreated rats. 

The success of a treatment with iNOS Inducers can be judged by the sensitivity to a sub-optimal 
dose of L-NAME, as shown on Rg. 11. Even more evident than in the case of the experiment depicted 
on Rg. 9, L-NAME inhibited by over 95% the erectile response of the respondent animals in the three age 
groups, whereas in the non-respondent rats the inhibition was normal (as b the untnsated rats). ^ 

These results show that iNOS inducers administered locally to the rat penis (or introduced in the 
tissue) effectively stimulate to a considerable extiant the erectile response to EFS in all three age groups, 
and even more substantially in old rats. 

EXAMPLE 4 Measurement of Increased NOS Activity After Inducer Treatment 

This example demonstrates that the improvement ri erectile response Is accompanied by the 
stimulation of nitric oxide synthasa 

Six adult rats were implanted with 1 00 ^l pumps for 3 days, and then the pumps were replaced by 
similar ones with fresh solution as indicated in Example 2. Three animals tiad the pumps containing the 
inducer mix and three had saline as a control. At trie end of the experiment the animals were anesttiettzed 
as iTKJicated above and the penis (including the tHJib). liver, and in some animals the cerebellum were 
surgically removed. The penile head and skin were excised arKS the organs were stored under liquid 
nitrogea 

NOS activity was determined from tissue homogenates from two treated and two control rats, not 
subjected to EFS in order to avoid the interference with residual L-NAME from the In vivo experiments and 
EFS-induced changes in NOS activity. Homogenates were prepared from each individual organ 
(approximately 300-400 mg). In 4 volumes of cokJ medium containing 0.32M sucros6^20 mM Hepes pH 
7.2/0.5 mM EDTA/1 mM DTT, and protease inhibitors (3 iiM leupeptin, 1 ^M pepstatin A, imM 
phenylmethyl sulfbnylfiuorid& The cytosoi and particulate fractions were separated by centrffugation at 
12.500 g for 60 mia and the particulate fraction was resuspended in an equal volume of medium. The 
cytosoi fraction was passed ttvough Dowax A650WX-8 (Na^ resin to remov endogenous arginine and 
50 ul aliquots were Encut>ated in triplicate for 45 min at 37 0 as indicated previoi^. in the presence of 2 
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(iCi/ml resin-purffied (3-H) L-arginine 100 mM L-Arginine, with or without L-NAME (2 mM), 0.3 mM 
aminoguanidlne or EGTA (5 mM). After eliminating the residual (3-H)L-arginine through the resin. (3-H) 
citmlline was counted In the trichloroaoetic acid ether-extracted supennatant All values were corrected 
by the radioactivity eluted in time zero mcubattons. 

Rg. 12 compares the NOS activity in the penile cytosol of untreated (control) rats, column labeled 
"C". with the INOS inducer- treated rats, column lat>eled T. The 58% increase in NOS activity is clear. 
As Rg. 13 shows, this activity is 60-70% inhibited by L-NAME and not affected by aminoguanidir>e, AG. 
Since AG is a preferential inhibitor of macrophage iNOS as compared to nNOS. this evidence leads us to 
t>elieve the INOS induced In vivo is not the same as macrophage INOS. 

The effect of INOS inducers in increasing penile NOS was conformed by histochemical detection 
of NADPH diaphorase activity. One penis from a treated adult rat and one penis from a control adult rat 
were embedded in OCT compound frozen at -70*C. cut in 15 iim sections with a cryostat. and submitted 
to NAPDH diaphorase stainffig with tetrazolium blue. This activity is recognized as co-localizing with NOS 
in all tissues so far studied, including the rat penis. 

Rg. 14 (all at 100 X magnification) shows the comparison of frozen sections from untreated rat 
corpora cavernosa from 20 month old animals (panel A), from induced corpora cavernosa from the same 
age group (panel B), and from the rat cerebellum (panel C). It is obvious that while the blue dye is 
restricted to small areas in the untreated penis, it is more intense and spread over larger areas in the 
corpora cavernosa from rats treated with the iNOS inducers. The ceret)ellum shows a wide area 
throughout most of tfie tissue section. 

A confirmation of the NADPH diaphorase staining was obta^ied by immunocytochemistry with a 
commercial rabbit polyclonal antibody against mouse macrophage INOS and biotinytated goat antiiabbit 
IgG, using horse radi^ peroxidase and DAB staining (Rg. 15. all at 100 X magnification)). Panel A shows 
little staining of untreated rat corpora cavernosa with control rabbit serum (1/1 000). whereas ttie antiserum 
(1/1000) stains some areas in a more intense brown color (panel B). Sections from the treated corpora 
cavernosa (panel C) have a darker and more difuse staining, as in the case of NADPH diaphorasa The 
immurvx:ytochemical procedure allows a more specific recognition of the iNOS isozyme than the NADPH 
diaphorase technique (NOS in general), and suggests that INOS is expressed in the penis from old rats 
even in the absence of external induction. However, induction stimulates iNOS expression as expected. 

A confirmation of iNOS induction in the penis of 20-month old rats treated with iNOS Inducers was 
obtained by analyzing the penile cytosol from two treated and two control animals by Western Blot assay. 
Protein was estimated by a Lowry procedure and 60 |ig of cytosol protevi were run on 7.5% 
poiyacrylamide minigels for 1 h and transferred to nylon membranes by electroblotting. The INOS 130 kD 
band was detected as In the previous example, usmg 1 h exposure for the autoradiography. 

Rg. 16 (bottom) shows a faint but distinctive iNOS signal in the penile cytosol (CO) from the 
untreated rats (Ut. first two lanes), which confirms the immunocytochemical results indicating a degree 
of physiological expression of INOS in the rat penis, at least in the aged animals. As observed by 
immunocytochemistry, the INOS signal is considerably enhanced in the penile cytosol from the pump* 
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treated rats (Tr). proving that the tn vivo induction was successful. No iNOS band is seen in the lanes 
corresponding to the two negative controls (ceret>eilum (Ce), and untreated RPSMC), whereas a clear 
signal occurs in the induced RPSMC cytosoL 

The membrane was then stripped from the iNOS signal arxJ reacted again with a rabbit antibody 
5 against the carboxy terminus of the human brain neuronal NOS (nNOS) (Transduction Laboratories). The 
corresponding 1 60 kD species was detected as above, as the top bartd in a doublet, ng. 16 (top) shows 
the presence of nNOS in the four penile samples and particularly in the ceret>ellum cytosol (positive 
control). arKi its absence in t>oth untreated and induced RPSMC. This in turn confirms the specificity of 
the detection with the iNOS antlt>ody. 
1 0 The data provided in Examples 3 and 4 demonstrate the process of the invention of inducing iNOS 

in the rat penis by a direct delivery of the inducer mix to the penis and the resulting stimulation of the 
erectile response in three age groups without undesirable side-effects. 

EXAMPLES Ex vivo detection of iNOS induction in the rat and human corpora cavernosa 
15 In order to confirm the capacity of the INOS inducer mix to elicit iNOS synthesis by direct eff^t on 

the rat penis, it is important to demonstrate that iNOS induction can occur in the penile tissue excised from 
the animal. Similarly, since the ultimate goal is human therapy, it is essential to show that this process can 
also occur in the human penis. This example shows that iNOS can also be induced by inducer mixes in 
the corpora cavernosa tissue. 
20 The skin-denuded bulb and shaft p^iile regions were excised from three rats, cut in very small 

pieces, washed several times, and incubated in 24-well plates (50-80 mg/well) in 0.5 ml MEM/10% fetal 
calf semm. Each penis was divided in four wells, and two of the wells received the standard binary 
incubation mix (10 ug/ml LPS and 250 U/ml rat ^Interferon). IrxnJbation proceeded for 48 h andliitrites 
were estimated in the iricubation medium. The tissue pieces were washed, homogenized. arKf ttie cytosol 
25 obtained as in the case of RPSMC in the previous examples. Western blot analysis of INOS protein was 
done as above, except that another commercial antibody (Upstate) was used, directed against the whole 
mouse macrophage iNOS protein. This experiment was repeated three times. 

For the analysis of the induction in ttie human penis, pieces of corpora cavernosa were obtained 
with informed consent as discarded material from three patients undergoing implants of penile prosthesis. 
30 The incubation and analysis were canied as at>ove separately in the tissue from each patient, except for 
the following: a) the penile pieces were submitted overnight to a serum depletion shock in MEM/0.1 % 
human serum, and then the incubation was continued in the same medium for five days: b) the irKJucer 
mix was 10 ug/ml LPS, 500 U/ml human y-INF, 200 U/ml human TNFa, and 4 ng/ml human ILia 
Rg. 17 top shows the results obta^ied with tlie rat corpora cavernosa (RCC) in rats 1-3, with (+) or 
35 without (-) induction. An intense 130 IcD INOS band was detectable by Western Blot in the cytosol from 
the three penises incut>ated with the indLK:er mix. The position of the INOS band was confirmed with 
cytosol from induced mouse macrophages (IMM, last lane), in two cases (rats 1 and 3), no iNOS band 
was visible in the absence of inducer, but m one rat (rat 2) there was a substantial endogenous iNOS 
synthesis, although lower than in the irvJuced samples. Nitrite productton was evident in all cases, but 
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at low level (44-65 uM in the induced samples). No clear difference in NO synthesis was observed 
between the and -lanes, and there was no correlation between the intensity of the iNOS band and nitrite 
production. This contrasts to what occurs with induced and not induced RPSMC (see above). Similar 
results were obtained in the replicate experiments (not shown). 

Fig. 17 bottom shows the results with human penis corpora cavernosa (HPCC). A very intense 
iNOS band was detected in the third lane of the Western Blot, con-esponding to the induced pieces of 
HPCC tissue. The positive controls were the cytosols from induced RPSMC (lane 4) and mouse 
macrophages (IMM, lane 5). No iNOS was seen in pieces of the same tissue prior to incubation (lane 1), 
or after incubation in the absence of inducers (lane 2). Similar results were obtained in the ottier two 
replicate experiments (not shown). As in the case of the rat corpora cavernosa, the poor amount of nitrites 
synthesized by the human corpora cavernosa slices (58 here, only 20-30 \ihA in the other patients) does 
not correlate well with the intense iNOS band observed. 

These experiments prove conclusively that: a) INOS can be induced ex vivo in the rat corpora 
cavernosa, confirming the results obtained In vivo : b) INOS can also be detected at low levels in some rats 
in the absence of added inducers, as previously observed in vivo : c) the induced iNOS appears to be 
subject to a tight control of enzyme activity (inhibition), because nitrite synttiesis is very poor and most 
liicely arises from nNOS activity; d) essentially the same process occurs in the human corpora cavernosa 

The overall conclusion from this example is that iNOS protein or cDNA infroduced in the corpora 
cavernosa by pharmacological means (mRNA induction by inducer mixes, in vivo or ex vivo gene therapy, 
protein administration, etc) will remain inhibited by a physiological control and will not produce NO until 
the control is released, e.g., by one or more natural sexual stimulants. TTiis confirms applicability of the 
process of the invention as therapy for impotence by not allowing an undesired pemianent vasodilation 
to occur in the treated corpora cavernosa (priapism), in addition, it explains the absence of priapism in 
the treatment of rats t>oth with inducers in pumps (Example 3) and with cDNA gene therapy (Example 7). 
The release of control occurs in our experiments in the rat by the electrical stimulation of the cavemosal 
nerve (EPS), which we believe mimics the nerve conduction resulting from sexual stimulus, and is expected 
to involve Ca2+ mobilization or other mechanisms of NOS activation. This EPS activation has been shown 
by us to occur at least in the case of castrated rats. 

EXAMPLES Cloning of oenile specific INOS cDNA a nd demonstration of its ex vivo expression for 
subsequent in ocutatlon of transfected cells or tissue explants into the rat and human 
corpora cavernosa 

In order to carry INOS gene therapy it is essential to have constructs with the complete iNOS 
coding region, and it is important to determine whether the penile iNOS nucleotide and amino acid 
sequences in these constmcts differ from those reported in the literature for other iNOS. A distinctive 
penile INOS cDNA may derive from an iNOS gene, or genes, expressed preferentially in the penis that may 
be subject to differential expression regulation. The eruyme activity of its product (iNOS protein) may also 
be controlled specifically in the penile tissue. This example shows the construction and use of a rat iNOS 
cONA construct to express constitutively the iNOS protein in RPSMC. 
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Two approaches are presented for making the iNOS constnicts. The first one was focused on the 
rat penis INOS from Induced RPSMC. because it allows for gene therapy experiments to be first tested 
in this animal. The other approach was on human penile iNOS, t>ecause it is the product to be used for 
therapy of human impotence t>ased the experiments in the rat 
5 Total RNA was isolated from confluent RPSMC incubated in 150 cm2+ flasks with the LPS/INF 

inducer mix for 48 h. and the polyA^-RNA was prepared by conventional procedures- 15 ^g of this RNA 
were used for the construction of an induced-RPSMC cDNA library into the oZap vector (UniZap XR, 
Stratagene). This library was plated on 150 cm^ Petri dishes* cultured, and the lysed plaques were 
transferred in duplicate (replica plating) to nylon membranes. Hybridization was carried out with the 

1 0 RPSMOiNOS350 labeled with 32-P. After a primary, secondary and tertiary screening, four clones were 
selected for sequencing using the dideoxy procedure in an automatic Sequenator. Each sequencing was 
extended to the 3' dtrectkxi with the help of successive sequencing primers synthesized on the basis of 
each prevkxjs sequence. Antisense primers allowed sequerKiing of complementary sequences. 

Because of library preparation artitects only 1.1 kb could be sequenced properly, and the four 

1 5 dories were overlapping to a large extent Sequencing of 5' and 3' regtons was obtained by RT/PCR from 
the RNA used for constructing the library, as depicted on Fig. 18. The four clones are indicated above 
the schematic representation of the iNOS cDNA, as TSC8. TSC5, TSC2, and C5y, and the three PGR 
products 1/2, 5/6, and 7/8, are also shown. The an^ows below the iNOS ouUine show the length and 
direction of each individual sequencing. 

20 In order to obtain more representative clones and complete the sequencing, a secorKl cDNA library 

was obtained from a new potyA-f RNA preparation from induced RPSMC. The litKary was screened with 
a mixture of the probes depicted on Fig. 18. Four clones were selected and sequenced as at>6v6, as 
represented on Fig. 19. Only ctones 1 and 5. used for the final constaict are depicted. Clones 2 and 3 
overlap with 5 and slightly extend to the 5' regton. The arrows below the iNOS outline show the length 

25 and directton of each individual sequencing. 

The overlapping fragments from both cDNA libraries allowed to edit the sequencing errors or 
ambiguities, and a conserisus sequence was finally obtair^ed for RPSMC iNOS (see Appendix A for the 
nucleotide sequence listing for the RPSMC iNOS cDN^. Table 1 bek>w compiles the nucleotkle and amino 
acid differerK:es found with the sequences of rat vascular INOS from two different groups, arvj shows six 

30 amino acid differences when matched separately to each one of the reference sequences. The number 
of amino acid residues which differ from both reference sequences simultaneously is two (amino acids 270 
and 591 ) in regk^ns placed upstream from the enzyme active groups. The existence of two clear variations 
suggests that the INOS RPSMC sequence arises from a different gene than the rat vascular sequence. 
This conclusion is supported by the recent discovery of multiple INOS gerie sequences in the human and 

35 primate genome, even in separate chromosomes <1 4 and 1 7). However, polymorphisms cannot beentirely 
discarded. 
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TABLE I 

Different amino acids found in the RPSMC iNOS 
as compared with the rat vascular SMC iNOS 



FAD FAD NADPH 
FMN ISO PPi RIB ADE 




0 270 349 500 591 721741 1000 1084 



RPSMC RAT VASCULAR SMC 



Change A A THIS WORK REF # 1 REF # 2 
No. PCS. No. 







codon 


AA 


codon 


AA 


codon 


AA 


1 


72 


CAU 


HIS 


CAU 


HIS 


UAU 


TYR 


2 


201 


AUU 


ILE 


AUU 


ILE 


AUC 


ILE 


3** 


270 


ACC 


THR 


CCC 


PRO 


CCC 


PRO 


4 


348 


GCC 


ALA 


GCC 


ALA 


CCC 


PRO 


5* 


349 


GUG 


VAL 


GCG 


ALA 


GUG 


VAL 


6 


423 


UUU 


PHE 


UUU 


PHE 


UUC 


PHE 


7** 


591 


GGC 


GLY 


GTC 


VAL 


GTC 


VAL 


8 


679 


GAG 


GLU 


GAC? 


GLU 


GUG 


VAL 


9 


680 


ACG 


THR 


ACG 


THR 


CCG 


PRO 


10 


683 


GUU 


VAL 


GUU 


VAIU 


GUC 


VAL 


11* 


721 


cue 


LEU 


CCC 


PRO 


cue 


LEU 


12* 


741 


CUG 


LEU 


CCG 


PRO 


CUG 


LEU 


13* 


1084 


AUG 


MET 


AUC 


ILE 


AUG 


MET 



Ref #1 :cDNA cloning and expression of iNOS from rat vascular smooth muscle cells, 
Biochem. Byophys. Acta., Geng, Y.J. et al.- 1994. 

Ref # 2: Cloning of iNOS in rat vascular smooth muscle cells. Biochem. Byophys. 
Resear. Com., Nunokawa, Y. et al.J993. 

♦Matches ref.# 2, but noi rer# I **Do noi match neither ref.# 1 or ref.# 2. 

No * matches rcr.#I but not ref.# 2 Underlined: data similar to our work 
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Two Of the clones from the second library (i and 5) were used to make a constnjct of the RPSMC 
iNOS coding region m vector pBlueScript SK i^/-) (Stratagene). Sticky ends were created in clone 1 with 
restrictkKi enzymes Kpnl and Nhel and in ctone 5 with Nhel and Xhol. Both fragments were ligated and 
the dimer separated by agarose electrophoresis and Inserted into the vector that had t>een restrtoted with 
Kpnl and Xhol. The ligation mix was used to transform E. coli and the plasmid isolated, purified, analyzed, 
and designated pBS RPiNOS. The entire INOS coding region was then cleaved from pBS RPiNOS using 
Kpnl ana NotI and doried \nXo those ck>ning sites in the eukaryotic expressk)n vector pcONA3 (Invitrogen). 
This vector contains the CMV promoter to direct the transcription of the ck>ned gene. arxJ SV40-driven 
neomycin gene conferring resistance to the antibiotic G41 8. The new construct was designated pcDNA3 
RPiNOS arxj sequenced for 150 bp at the 5' end, confirming the presence of iNOS (see Appendix B for 
the RPSMC INOS amino ackJ sequence). 

The construct was then used to stably transform RPSMC in vitro in order to make the cells to 
constitutively express the iNOS protein In the absence of iNOS inducers. pBS RPiNOS was mixed in a 
1 :8 ratio (ug/ul) with lipofectin (GIBCO) and added (2 ^g/well) to 1 ml serum-deficient OMEM medium onto 
30% confluent RPSMC growing on 35 mm plates. After 5 h DMEM containing 10% fetal calf serum was 
added and the incubatk>n was altowed to proceed for 24 h. At this time the medium was replaced t)y fresh 
one and the incubatk)n continued for 48 h. Medium was again replaced and the culture was continued 
in medium containing 300 ^g/ml G41 8 to select the transformed cells containing the plasmid. Multiple cell 
ck>nes were isolated after 3-4 weeks of growth and propagated. 16 ck}nes were chosen and tested for 
nitrite productkxi in the absence of irxjucers. Several clones released nitrites on 4 day incubatk)ns in 
amounts above the basal 1 0 pM concentratkxis for rK>n«transfected cells, to levels of up to 45-50 \iM. This 
clearly shows an unexpectedly high expression of active iNOS in the transfected cells. 

EXAMPLE? Partlai seouencinQ of the human penis iNOS cDNA for the therapy of human 
25 ifHPfftQyK» 

In order to transfer to the human the iNOS gene therapy strategy developed in the rat model, th 
human penile INOS must be sequenced to determine whether it is ttie same species or a different one from 
the human hepatocyte cDNA, and cloned into an adequate expression vector. The latter allows 
experiments in HPSMC and human corpora cavernosa slices to be corKlucted prior to human clinical trials. 
30 This example shows the relevant partial sequence (60% of the codir>g region) of the human penile smooth 
muscle iNOS cDNA. 

Specimens of surgically excised corpora caverTK)sa (less than .5 g per patient) were obtained from 
impotent patients undergoing penile prosthesis implantation, and placed in (DtAEM) on k:e until transport 
to the laboratory. All procedures were approved by an institutkxial human subjects committee and carried 
35 out under Informed consent protocols. The tissue was steed in very small fragments and used upon 2-6 
h of excision for starting up cultures of penHe smooth muscle cells (HPSMC) in DMEM with 2096 fetal 
bovine serum using the standard explant method on Primaria flasks. Other tissue pieces were used for 
direct treatments (see above) without prior smooth muscle cells isolation. Once cells reached confluence 
they were trypsinized. transferred to DMEM with 10% fetal bovine serum, and replicated for up to 25 
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passages. These cuttures weiB shown to contain only smooth muscle ceils by visual inspection of their 
morphological features and by immunocytochem ical staining for muscle actin. Cultures were designated 
HPSMC ("human penis smooth muscle ceUs"). and each one originating from an individual patient was 
given an identification number. 
5 In order to detemiine the most adequate conditions to induce the synthesis of INOS. HPSMC were 

transferred onto 24-weli plates and allowed to reach confluence. Homologous cultures of RPSMC from 
passages 4-14 were used as reference. A series of inducers were added at various concentrations, arxJ 
NO production was measured at 24 and 48 hours by determining the release of nitrites to the medium, 
using ttie standard Griess reaction. 
10 In method 1. HPSMC from three different patients at passages 4-14 were treated directly in the 

presence of DMEM/1096 fetal bovine seaim, wtiereas in method 2. HPSMC from two of these patients 
(passage 12) were switched to DMEM with 0.1 % of t>ovtne or human serum, maintained for 24 hours, and 
finally incubated for another 24 hours in the fresh comesponding medkjm containing the different inducers. 
The latter procedure worked satisfeu:torily for fficubations of human corpora cavernosa 
1 5 HPSMC showed very tittle nitrite production by treatments that elicited a considerable vicrease in 

nitrite synthesis in RPSMC. except for a few instances wtiere there was an occasional elevation of INOS 
activity in HPSMC. In one of the latter cases poly A-f RNA was isolated by a conventional procedure from 
HPSMC that were grown onto 10 cm^ dishes and induced for 48 hours with metfiod 2 with a mix 
containing E. coli lipopoiysacchahde (LPS) at 1 ^g/ml, recombinant human interferon-gamma (IFN-y) at 
20 500 U/ml, recombinant human tumor necrosis factor-a (TNF-a) at 200 U/ml, and recombinant human 
interleukin-1 8 (IL-1 fi) at 4 ng/ml. Due to the relatively low iNOS induction in HPSMC. this cONA iit>rary is 
not the preferred method. 

The preferred method was changed firom the cDNA library approach applied to induced RPSMC. 
to one based on reverse transcription (RT) of me INOS mRNA combined with the amplification by 
25 polymerase chain reaction (PCR) of the resulting cDNA. A series of 18 twentymer primers were 
synthesized by a standard procedure using the published sequence of the human hepatocyte INOS cDIMA, 
for RT/PCR and DMA sequencing reactions. They were chosen so that each one of the sense prffners 
(except No. 1) is 100-150 bp upstream of the immediately preceding antisense primer, encompassing a 
unique restriction site in each of the different fragments (0.35-0.95 kb). This facilitates the subsequent 
30 cloning of the amplified fragments. 

Aliquots of 0.5 iig of polyA+ RNA from method 1 in Example 1 were reverse transcribed by a 
standard procedure using MMLV reverse transcriptase (100 U) h the presence of each one of the 
antisense oligonucleotide primers (0.5 |iM). An aliquot of 1/5 of the RT mix was submitted to PCR in the 
presence of the sense and antisense primers (0.25 iiM) In a series of 35 cycles at 94 C (45 sec). 60 C (30 
35 sec), and 72 C (90 sec), using the conventional *hot start" method. An aliquot of 1/7 of the PCR mix was 
analyzed by gel electrophoresis and the size of the bands determined by comparison against an adequate 
starKlard. The remainder of the PCR mix was submitted to the same procedure and the fragments were 
eluted and purified by conventional methods (Millipore column). 

Each fragment was sequenced in an automatic sequencer using both trie respective sense and 
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antisense primers. The location of the HPSMC INOS cDNA that has t>een sequenced is depicted on ng. 
20 as shaded areas, and extends for 2.13 kb out of 3.63 kb. This encompasses the protein kinase, 
catmoduiin, FMN, and FAD bMtng sites. Two anti-human hepatocyte iNOS antUxxJies designated Abl 
and Ab 2 were prepared in rabbits against synthetic small peptides (1 5 amino acids each) in those regions. 

Fig. 21 shows the primers utilized for generating the RT/PCR fragments from HPSMC that were 
sequenced. Fig. 22 shows that the homok)gies between the HPSMC iNOS nucleotide sequences and the 
respective human hepatocyte iNOS varies from 88% to 99% according to the region. The homology of 
HPSMC iNOS to the rat aorta iNOS is only 81 -82 %. Even considering ambiguities and sequencing otxs, 
this suggests that the HPSMC sequences so far obtained belong to a diff«^t cDNA than that for the 
human hepatocyte iNOS, in agreement to the situation obtained with RPSMC iNOS. However, whether 
or not RPSMC and HPSMC iNOS cDNAs are coded by different gene(s) than the rat and human iNOS 
gene(s) so far discovered does not affect the use of the iNOS gene therapy or iNOS protein ttierapy 
procedures of this invention. 

This example shows the procedure used to clone the penile iNOS from the corpcra cavernosa 
smooth muscle and the sequence of a penile-specific new iNOS isotomn. The conresponding cor^trijct 
has been expressed in rat penile cells that are able to constitutively synthesize NO. Accordingly, one 
method of this invention comprises implanting iNOS stably transfected penile cells or pieces of corpora 
cavernosa into the penis of men with erectile dysfunction, in order to increase NO synthesis upon sexual 
stimulation and improve the erectile response. In addition, penile iNOS from the human corpora cayerrrosa 
smooth muscle has been partially sequenced and Is believed to be a distinct penile isofonn. (See 
Appendix C, and the conresponding cONA sequ^ice Appendix D.) 

EXAMPLES Correction of erectite dysfunction the aaed rat bv gene theraov of the coroora 
cavernosa with rat penile INOS cDNA 

In ordo- to prove that iNOS can amelicrate the erectile dysfunction in aged rats it is necessary to 
administer the construct jiviwo, measure the erectile response of the treated animals, and show that iNOS 
is expressed in the corpora cavernosa. In addition, it is important to assess the possible side effects both 
at the penile and systemic levels. This example shows that gene ttierapy of erectile dysfunction in a rat 
model using the RPSMC iNOS cDNA construct significantly and unexpectedly improves erectile response. 

Seven 20 month-old rats and one 5 month*old rat castrated for one week were selected tor this 
experiment Asepticaily. using a small Pfannesnstiel incision in anesthetized rats the penis was exposed. 
Blunt dissection of the length of the penis was achieved. Using a 2-0 silk and clamp, the penis was 
constricted at its base. Three of the intact rats and the only castrated rat received a 1 00 ul m ix of a freshly 
prepared mix of 1 0 jig pcDNA3 RPiNOS and 80 |il lipofectin (1 :8 ratk>) injected into the corpora with a 25 
gauge needle. This positk)n was maintained for 2 min. The needle was then removed and the incision 
closed with intenupted 2-0 silk sutiros. The remainder four intact aged rats (controls) were treated with 
the lipofectin only, with the procedure described abova Five days later the EPS assay was applied to 
measure the erectileresponse. while simultaneously recording the mean arterial pressure using acomputer 
data acquisition and.analysis system. 
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Two Of the intact rats (#1 and #2) had an unexpectedly dramatic and significant Improvement of the 
maxvnum intracavemosai pressure (MIP) at 10 volts EFS. reaching 1 05 and 1 00 mm Hg in 2-3 stimutations 
(Fig. 23). One of the control rats (#4) showed an MiP of 45 mm Hg, and the other two (not shown) were 
50 ar>d 58 mm Hg. All the control rats were at or k>elow the mean previously established for 20 month-old 
5 rats (see Example 3) of 58 mm Hg. The stimulation of the erectile response was even at>ove the mean 
previously obtained for adult rats (77 mm Hg). Erection was completely abolished by injecting systemically 
the NOS inhibitor L-NAME at 2-5 mg/kg, thus clearly establishing that the response is NO-dependent. The 
erectile responses of a third aged treated rat (#3) and the castrated adult rat (not shown) were not 
improved by the treatment (60 mm Hg). Castration is known to affect the bulbocavemosus/ 
1 0 ischiocaveniosus penile muscles in the rat which participate in penile erection in rats and men. Therefore, 
the castration-related erectile dysfunction is cunrently considered *a priori' to be probably refractory to 
iNOS ttierapy. 

No side effects were apparent in the treated rats. The mean arterial pressure remained as in the 
control rats and responded the same way to L-NAME (slight Increase). If a systemic effect would have 

15 occurred, it should have led to hypertension. Assessed visually, no priapism, penile damage or 
impairment to the rat alertness, was evident. 

The constitutive iNOS expression in the penis from treated rats could be detected by Western Blot 
analysis of the penile cytosol. Rg. 24 shows a vefy distinctive iNOS band in the corpora cavemosa of rat 
#1. a fainter one in rat #2, and none in rats #3 and 4#. which is expected from the results of the ©-ectile 

20 responsa Three of the controls (#2,#3.#4) had little or no iNOS expression, also agreeing with the erectile 
response. However, onecontrol(#1) had an apparently spurious high iNOS not consistent with the erectile 
resporise. 

Another group of four 20 month-old rats were injected with 1/4 of the dose of construct/liposome 
complex givenaboveandtheerectileresponsetoEFSwasmeasuredll days later. There was a dramatic 
25 increase of the MIP to a meanW- standard error of 107+/-10 mm Hg, a value much higher than for 
untreated 20 month-old rats (57+/-1 0 mm Hg). and higher even than the one for adult rats (79+/-8mm Hg). 
The mean arterial pressure in the rats submitted to gene therapy was 133W-9 mm Hg, and the MIP/MAP 
ratio was 0.8af/-0.03. 

Example 8 shows that a single injection of our construct given directly tn the corpora cavemosa was 
30 able in two aged rats out of the three tested to improve dramatically the EFS erectile response 5 days after 
the injection, and to elicit penile iNOS expression, without causing side effects. The response, after a 
much longer period to. allow for a higher iNOS expression, and using a tower dose to minimize side- 
effects, was even better and more reproducible. This is compelling evidence that gene therapy of 
impoterx^e may be performed in the patient by self-injection directly In the corpora cavernosa However. 
35 the patient only needs to self-administer these injections only periodically (at a frequency proportional to 
the stability of NOS expression). This may be done In privacy for a long-term effect not immediately prior 
to the sexual act as with vasoactive drugs. 
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EXAMPLES Preparati n of recombinant rat penile iNOS nzvm for inoculation into the corpora 
cavern sa 

In order to obtain an immediate and medium-lasting effect on NO synthesis in the penis and the 
subsequent erection which is useful in less severe dysfunctional cases, the invention includes a procedure 
5 employing inoculation of the recombinant penile INOS protein directly Into the corpora cavernosa. This 
"foreign* INOS enzyme becomes active only when sexual stimulus triggers the initial erectile response. 
The same result is expected to occur with endogenous iNOS synthesized from Induced INOS mRNA or 
from transfected recombinant iNOS. This example shows methods of production of large amounts of 
penile INOS protein fc^* use in erectlie dysfunction therapy. 
10 To produce in vitro large amounts of RPSMC iNOS protein, the full length rat iNOS gene cloned by 

us into the pBlueschpt SK- piasmid (pBS RPiNOS) was moved into the bacutovirus transfer plasmid 
pVL1393 by a multi-step appro£^. 

First the 5' region of the RPINOS gene was removed by PGR. Efficient expression of genes from 
the polyhedron promoter on pVL1 393 requires that the ATG translational start sequence t>e within 80 base 
15 pairs the polyhedron promoter. The cloned RPINOS gene has a 142 bp 5' untranslated region. We chose 
to remove this region by perfonning PGR on the RPINOS gene using primers matching tfie polyhedron 
promoter-BamHI restriction site and an eternal region of RPINOS spanning a BsaAl restriction site. This 
254 bp PGR fragment was next cloried Into tfie pGRII cloning vectc^ by the TA ck>ning technique. The 
plasmid pCRII*BamHI-BsaAl was cut with BamHI arKj BsaAl restriction enzymes and the BamHI-BsaAl 
20 fragment was used later for a ligation reaction. 

The second step was to isolate the 3' region of RPINOS arKJ the baculoviais transfer vector. 
PVL1393. Plasmid pBSRPINOS was cut with BsaAl and NotI to liberate a 3.8 KB fragment that was 
subsequently purified for cloning purposes. pVL1393 was cut with BamHI and NotI restriction enzymes 
and purified. The fragments were then linked together by first ligating the 254 bp BamHI-BsaAl fragment 
25 with the 3.8 KB RPINOS 3' region fragment This product was isolated by gel electrophoresis and 
subsequently ligated to pVLl393 (BamHI and NotI cut). The composite piasmid, pVUtPiNOS, was 
transformed into E. coli and the correct ligation product was identified by colony hybridization using 
separately the 254 bp BamHI-BsaAl fragment and an internal RPINOS gene fragment. The cloning was 
further corroborated by restriction digestion and DNA sequencing of the RPiNOS ATG region. 
30 For expression of RPiNOS in insect cells, the gene must t>e moved into the baculoviais genome 

by homologous recombination. This was done by co-Infection of Sf9 insect cells with the transfer plasmid 
pVLRPiNOS and a deletion version of baculovims AcNPV (Baculogold, sold by Pharmigen). The modified 
vims allows positive selection for recombinants. Following co-transfection, 8 individual virions were 
purified by a plaque assay. Four of these pure isolate were amplified twice to obtain high titer stocks. 
35 Viral stocks were arialyzed for expresskxi of INOS by a variety of methods. First. PGR on viral 

supematants and infected cell cytosols to Mentify which are correctly recombined. Second, Western 
Btotting for the level of production of iNOS. A high level t>acuk>virus producer of iNOS infected a large 
culture of Sf9 cells grown in spinner flasks. The iNOS is purified by 2r 5' ADP-ribose affinity 
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Chromatography, which yields an approximately 95% purtfied protein, which Is useiui for in vivo gene 
therapy experiments in the rat. The corresponding human penile INOS. produced by the same method 
is useful In in vivo gene theiBpy in human patients. 

EXAMPLE 10 Rat nr^odeis for testina the efficacv of NOS bloioQicai agents and proposed routes of 
administration In humans 

In order to demonstrate the i^fulness of iNOS therapy for different types of erectile dysfunction. 
It is important to detenmir^e In each case whether endogenous penile NOS is actually decreased and at 
what level of NOS expression the impairment occurs. The rat model of erectile dysfunction allows for the 
systematic determination of erectile function and penile NOS. This example shows that erectile 
dysfunction in the rat model is ordinarily accompanied by a decrease in penile NOS. 

For the study of short-term effects Inducing the decrease of serum androgens or interfering with 
their tissue targets, adult (5 month old) Fischer 344 rats were castrated and treated for one week with the 
compounds indicated on Table II below, or submitted to adrenalectomy. Castration blocks the gonadal 
prcxiuction of serum testosterone (T). and adrenalectomy suppresses androgens made by the adrenals 
plus other cortosteroids. Flutamide is an antiandrogen that elimir^es androgen effects at the tissue level. 
Finasteride is an inhibitor of the conversion of T into DHT. Other groups of adult rats were left intact and 
subm itted to hypophysectomy, adrenalectomy » or treatment with an inhibitor of the hypothalamic /pituitary 
axis (GnRH antagonist). The latter regulates the production of T by the testis. Untreated intact and 
castrated rats were used as controls. 
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TABLE II 

IMPOTENCE RISK FACTORS ASSOCIATED WITH A DECREASE OF PENILE 
NITRIC OXIDE SYNTHASE IN THE RAT 



NOS 

EFS PENILE 



10 CONDITION OR TREATMENT REF. RESPONSE REFLEXES ACTIVITY CONTENT 



A) SHORT-TERM HYPOGONADISM # 

15 CASTRATION ALONE 1 - - NC 

• &FLUTAMIOE 2 - - NC/- 
" &T&RNASTERIDE 1 - - 

• & ESTRADIOL 2 - 

HYPOPHYSECTOMY 2 - - NC/- 

20 GnRHA 2 - - NC 

ADRENALECTOMY 3 . - - NQ 

CASTRATION & ADRENALECTOMY 3 - - 

B) LONG-TERM CONDITIONS 

25 



30 



AGING. VERY OLD 




4 








DIABETES TYPE 1 


« 


5.6 


NC 






DIABETES TYPE II 


» 


5.6 


NC 






PASSIVE SMOKING 




7 


NC 






- & AGING. OLD 




7 


NC 







Changes as compared to respective control rats. NC: no change; NC/-: non-stgnificant 20-30% decrease; 
-: 40-50% decrease; more than 60% decrease. 
35 Mean arterial pressure nomial, except In 
Senim T tower in #. 



40 1 . Lugg et al (1995) Endocr^ology 136:1495-1501 

2. Penson et al (1995) Am J Physiol, submitted 

3. Penson et al (1995) Endocrinology, submitted 

4. Garban et al (1995) Am J Physiol 268:H467-H475 

5. Vemet et al (1995) Endocrinology. I36:in press 
45 6. Garban et al (1 995) in writing 

7. Xie et al (1995) Am. Soc. Andrei. Meet., submitted 



For the study of long-term conditions related to impotence risk factors, very old Fischer 344 rats 
50 (30 month old), or spontaneously diat>etic BB rats (Types I and II) with diabetes for over 5 months, were 
used. Other groups included-adutt and old (20 month old) rats submitted to passive smokffig for 2 
months. Controls were untreated Fischo* 344 adult and oki rats, and age matched diabetk; resistant BB 
rats. 

In all cases the erectile function was measured by EFS as above, and, in the BB rats only, by 
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determintng the erectile reflexes upon manipulation of the penis in the restrained non*anesthetized animal . 
(numt>er of cups and flips). The first detects cavemosal nerv compromise and the second peripheral 
neuropathies (dorsal nerve). With the exception of passive smoking, all ottier treatments or conditions 
Im paired one or the other of the erectile parameters, showing a clear erectile dysfunction that can be used 
5 as a model for the corresponding situation in men (Fig. 25). 

Penile NOS activity was measured in the cytosot by the L-arginine/citrulline conversion assay* as 
described in previous examples. In all cases without exception (Fig. 25), there was 50% or higher penile 
NOS reduction. Penile NOS content (the amount of NOS protein present, irrespective of its activity) was 
visualized by Western Blot and estimated by a semi-quantitative densitometric assay with a suitable 

10 conventional computer program. An antibody against the human nNOS isoform was used throughout 
because nNOS is the only isofomfi previously known to t>e naturally occurring in the penis. 

In the case of short-term treatments, penile nNOS content (Table II) was unaffected, thus 
suggesting that an androgen-dependent inhibition of NOS activity is the main cause of the erectile 
dysfunction, coupled with other effects on the erectile mechanism. In the k^ng-temi corKjittons. involving 

1 5 neuropathies and fibrosis of the penile tissue, there is a dear reduction of penile nNOS. This includes one 
situation (smoking) where erection is not affected, probably because a compensatory mechanism based 
on non NO-anciilary pathways is activated during a iong*term process. 

The results obtained indicate clearly that a decrease of penile NOS is associated with erectile 
dysfunction in the rat. and that the therapeutic increase of NO synthesis by INOS inductk)n or iNOS ger>e 

20 therapy will ameliorate erectile dysfunction in the rat. These results also support our INOS therapy 
procedures for the treatment of impotence in men. 

INDUSTRIAL (MEDICAL/TREATMENT) APPLICABILITy. 

It is clear that the products and methods of the inventk>n will have wide rangirig applk:ability to the 
25 treatment of vascutogenic erectile dysfunctkxi in humans, not only in okJer patients, but those of all ages 
^periencing such dysfunction. The routes of administration of iNOS biok>gica] agents in accord with this 
invention depend on the class of product to be cortsldered and are tabulated in Table III below. The main 
criteria are as follows: 

A) Inducer mixes, of the type presented under Examples 3 and 4, cannot be applied systemtcally 
30 because of the risk of general induction of iNOS in organs other than the penis and the resulting systemic 
effects if iNOS is activated in each organ. The inducer mix is delivered directly into the corpora cavernosa 
in a continuous fashion for a short period (few days), because of the potential unstability of the cytokines. 
The effect will not be immediate, but last for a period ranging from a few days to weeks, and may require 
repeated administiratkxi. 

35 B) Penile specific iNOS cDNA preparations, of the class presented under Examples 7 and 8, are 

based on: a) non-targeted, non-organ or tissue specific expression constructs, in liposome or other 
suitable pharmacok:)gically acceptable formulations (indicated with — on Table III); or b) organ or tissue 
specific expression constructs, in adenovirus or retrovirus formulatkKis (indicated with TS on Table III). 
Both types of constructs are intended to provide a non*immediate medium-duration effect, depending on 
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the stable expression of an eptsomal or integrated foreign iNOS cDNA for days, weeks or months, mainly 
through intermittent applications. 

The liposome fomnutations include a vector of the type presented under Examples 7 or 8, or other 
equivalent formulations with effective features and different lipid complexes, which may be expressed at 
5 low levels anywhere in the organism. Therefore, they are intended for direct penile application to avoid 
general effects. The adenovirus constructs provide a much more efficient transfer to even non-replicating 
cells, as those in the penile smooth muscle. These constructs also may be administered systemically. if 
a specific promoter assures preferential expression In the penis. For example, the constructs may be used 
with We propose the use of the smooth muscle B-actln. the collagen, or alike, promoters, in order to target 

10 expression in the smooth muscle. The foreign iNOS protein will be restricted to fibrotic vascular tree 
(aging-related) and within this compartment it will only be furK:tional in the penis, either because it requires 
activation by neurotransmitters released in the penis during sexual stimulation or because It represents 
a specific penile iNOS. Expression in other smooth muscle containing organs may also occur. 

Also, replicating HPSMC in culture may be transformed by INOS constructs in retroviral vectors. 

1 5 whk:h may provide an e^en more efficient and stable integration, since retrovirus will induce the penfianent 
modification of the HPSMC genome. 

C) Penile smooth muscle cells (HPSMC) stably transfected with INOS constructs, of the type 
presented under Examples 6 and 7. They are transformed In vitro with either liposome, adenovirus, 
retrovirus, or similar, constructs, and then implanted in vivo locally in the corpora cavernosa, preferably 

20 at multiple locations to help insure uniform distribution and more effective production throughout the 
HPCC. No systemic administration is deemed feasible. This class of products provkJes a very targeted, 
highly organ-specific expresskm, with non-immediate sustained effects of the type described for class B 
(Ba and Bb in Table 111). Cell cultures (HPSMC) obtained from the same patient may t>e preferred or even 
necessary, but stable cultures from a single source are expected to t>e furH:tional according to the implant 

25 procedure. 

D) Penile corpora cavernosa tissue transformed as for class C (Table III). They are partk:ularly 
suited for direct implantatk)n, a procedure where single cells are not adequate (see t>ek>w). Likewise, the 
iNOS transfected corpora cavernosa pieces may be administered and work as for class C. 

E) The recombinant INOS protein made and purified as under Example 9, or the endogenous penile 
30 INOS. may be applied, mainly locally. The intended use is for a short and immediate effect of the type 

obtained with locally administered vasodilators, as opposed to the other four classes. The proteffi is 
relatively unstable (limited shelf life), and requires repeated admlnistratk>n (non-stable transformatton). 
Systemic routes would require that the protein is only active in the penis. 

35 
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TABLE III 



ROUTES OF ADMINISTRATION FOR INOS BIOLOGICAL AGENTS FOR 
THE TREATMENT OF ERECTILE DYSFUNCTION 



CDNA 



10 



15 



20 



25 



30 



35 



40 



45 



I. $YgTEIVHg 

1. Oral 
(Pill/tablet) 

2. Injection 
(Subcutaneous) 

»l. LOCAL {P\ 

1. Injection 
(Direct) 

2. injection 
(Oevic^ 

3. Infusion 
(Pump) 

4. Intraurethral 
(Pellet) 

5. Pellets and related 
(non-urettiraO 

6. Pateh 

7. Rubbing 
(Ointment, cream, etc) 

8. Direct implant 

9. Confined implant 
(Microcapsules, etc) 



INDUCERS 

(A) 



TS 

(Ba) (Bb) 



X 
X 



X 
X 
X 
X 



X 

X 

X 

X 
X 



CELLS TISSUE PROTEIN 

(C) (D) (E) 



X 
X 



X 
X 



X 
X 



50 * Optional. 

As noted in the Table, the specific routes of administration can be classified as follows: 
I) Systemic: restricted to targeted iNOS cDNA (adenovorus/tissue or organ specific promoter), and 
potentially to INOS protein. It is self-administered by the patient, and may be either 1) oral (preferential), 
55 or 2) subcutaneous or intravenous injection, in the case of the cDNA it is expected to may require 
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iritennittent repetition, but not linked to the moment of sexual interco&ffse. In the case of the protein, 
administratton would have to t>e immediately before sexual intercoursa 

II) Ljocal: depends on direct administration to the penis, and it is applicable to all classes of iNOS 
biotogical agents and to tK>th types of \^\ng for treatment in relation to sexual intercourse, as descnt>ed 
5 at>ove. Some of the prolonged effect treatment may require t>oth physician and laboratory intervention. 

1) Direct self-injection Into the base of a temporarily constricted corpora cavernosa, as under 
Example 6, using the procedure applied for vasoactive compounds. This procedure is reserved for iNOS 
constructs, and may t>e for transfected HPSMC. although the latter may colonize kx^atlons other than the 
penis. It is also suitable for iNOS protein. The injection is done intermittently and at a timing indeperKtent 

1 0 from sexual intercourse, except for the iNOS protein. 

2) Direct self-injection as fori), but through a special device implanted by the physician, which 
allows repeated injections without the need of piercing with a needle at each time. Applications as for 1). 

3) Infusion pump implanted by a ptiysician in the penile or pubic region for continuous slow-release 
delivery directly Into the corpora cavernosa. Adequate for inducers and cDNA, and will require a 

1 5 procedure for replenishment of iNOS agent 

4) Self-introduced intraurethral pellet, for an immediate 0NOS protein) or slow firKlucers, iNOS 
constmcts) delivery. However, the compounds remain less confmed to trie corpora cavernosa than in 
procedures 1-3. 

5) Slow-delivery pellets or related, implanted in the corpora cavernosa by physician, which is 
20 suitable for inducers or targeted iNOS constructs, with the advantage of lower systemic diffusion. 

6) Self-applied slow- or fast-delivery patches on penile or adjacent skin, for iNOS targeted 
constructs and proteia That is not consktered advisable for inducers, and may be applied either pre- 
sexual intercourse (protein), or independent from It (constructs) 

7) Self-applied slow- or fast-delivery rubbing preparation on penile glans, for targeted INOS 
25 constructs or proteffi, in the form of ointment, lotion, cream, etc. This may be applied either pre-sexual 

intercourse (protein) or independent from it (constructs). 

8) Direct implant of iNOS transformed corpora cavernosa smooth muscle tissue pieces from the 
same patient, done by physician. Tissue is transformed ex vivo in laboratory and re-implanted in patient. 
This is reserved for adenovirus transformed tissue (non-replicating), and is expected to provkle the longest 

30 duration of effects. It has the advantage of t>eing Independent from sexual intercourse. 

9) Confined implant of ex vivo transformed HPSMC from the same patient or from established 
cultures from other patients, done by physician and laboratory. Retroviral vectors are preferred for 
genom ic integration and the procedure is indeperxlent from sexual intercourse. Single cells arB maintained 
together in artificial compartments seeded in the corpora cavernosa, avoiding cell dispersion by the 

35 circulatkxi. The carrier material may facilitate tissue colonization (degradable pellets), or create a physical 
semipermeable barrier between the transplanted cells and the host immune system (microcapsules of 
alginate or equivalents; dialysis membrane compartments: etc.). This is expected to provide the tongest 
duratk>n of effects. 

The strategy devised above for iNOS-related biological agents for the treatment of erectile 
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dysfunction is readily appiicabie for nNOS and eNOS-related biological agents. The main differences are 
that no inducer treatment will be applicable because these are constitutive isozymes, and that the 
exogerKXis material will t>e subjected to the same physiological regulation affecting the endogenous nisiOS. 
and possibly eNOS, in the penis. Thus, only local delivery systems are feasible, in order to avoid systemic 
5 effects. In addition, the use of btological activators of nNOS and eNOS may be warranted in those cases 
presented under Example 8, where nNOS (arKi possibly eNOS) content is not affected by the pathological 
condition. These modulators may iriclude NOS co-factors (tetrahydrobiopterine. coenzymes, etc), 
substrate (L-arginir>e). dimerization inducers, and related materials, to be applied locally in the penis. 
In summary, the prefared embodiment of our invention is based on the in vivo local continuous 
1 0 treatment of the penis with a mix of iNOS inducers by single or repeated local administration of constructs 
of INOS, cDNA, or iNOS recombinant protein; or implants of genetically engineered penile cells or tissues 
hyperexpressing iNOS. to produce a considerable stimulation of the erectile response accompanied by 
an increase of penile NOS, which our evidence shows Is the iNOS isozyma The localized In vivo treatment 
surprisingly does not cause undesirable side effects that would be expected from systemic administration 
15 of iNOS inducers, and keeps the penile NOS actively uruJer physiological control since no erectk>n 
(priapism) is elicited in the absence of nerve stimulation. The demonstration and characterization of iNOS 
at the mRNA and protein levels in cells and tissue from the rat and human corpora cav&nosa smooth 
muscle indicates that this unique isozyme plays a physiological role in the penis, and permits clonoig its 
cDNA. Our evidence herein indicates penile cNOS is a distirKit isozyme or species from other rat iNOS. 
20 including the vascular smooth muscle. Accordingly, our invention includes use of the conresponding 
recombinant iNOS cONA, and those obtained firom other species and penile cell types, which are effective 
in increasing NOS synthesis in the penis under physiological control. Our invention provides an improved 
mettxxJ for raising penile NOS levels to treat erectile dysfunction casa 

In addition, the scope of this invention may be extended to the treatment of erectile dysfunctions 
25 by administering locally to the penis: <sO constructs of nNOS or eNOS; (b)their respective CDNAs; (b) their 
respective proteins: (c) penile or tissue genetically engineered to express nNOS or eNOS; or (d) biological 
modulators of NOS activity, in such a way that they remain under psychological control and do not cause 
undesirable side effects. A systemic administration is also proposed for certain cases, preferably in 
association with tissue specific regulators. 
30 It should be understood that various modifications within the scope of this invention can t>e made 

by one of ordinary skill in the art without departing from the spirit thereof. We therefore wish our invention 
to be defined by the scope of the appended claims as broadly as the prior art will permit, and in view of 
the specification if need be. 
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APPENDIX A 

Complete nucleotide sequence of the inducible 
nitric oxide synttiase from rat penile smooth 

muscle cells 













.GAAACTT 


1 

51 


CTCAGCCACC 


TTGGTGAGGG 


GACTGGACTT 


TTAGAGACGC 


TTCTGAGGTT 


101 


CCTCAGGCTT 


GGGlCri\3TT 


AGCCTAGTCA 


ACTACAAGCC 


CCACGGAGAA 


151 


CAGCAGAGTT 


GGTGCAGAAG 


CACAAAGTCA 


CAGAQATGGC TTGCCCCTGG 


201 


AAGTTTCTCT 


TCAGAGTCAA 


ATCCTACCAA 


GGTGACCTGA 


AAGAGGAAAA 


251 


GGACATTAAC 


AACAACGTGG 


AGAAAACCCC 


AGGTGCTATT 


CCCAGCCCAA 


301 


CAACACAGGA 


TGACCCTAAG 


AGTCACAAGC 


ATCAAAATGG 


TTTCCCCCAG 


351 


TTCCTCACTG 


GGACTGCACA 


GAATGTTCCA 


GAATCCCTGG 


ACAAGCTGCA 


401 


TGTGACTCCA 


TCGACCCGCC 


CACAGCACGT 


GAGGATCAAA 


AACTGGGGCA 


451 


ATGGAGAGAT 


TTTTCACGAC 


ACCCTTCACC 


ACAAGGCCAC 


CTCGGATATC 


501 


TCTTGCAAGT 


CCAAATTATG 


CATGGGGTCC 


ATCATGAACT 


CCAAGAGTTT 


551 


GACCAGAGGA 


CCCAGAGACA 


AGCCCACCCC 


AGTGGAGGAG 


CTTCTGCCTC 


601 


AAGCCATTGA 


ATTCATTAAC 


CAGTATTATG 


GCTCCTTCAA 


AGAGGCAAAA 


6^1 


ATAGAGGAAC 


ATCTGGCCAG 


GCTCGAAG€C 


GTAACAAAGG 


AAATAGAAAC 


701 


AACAGGAACC 


TACCAGCTCA 


CTCTGGATGA 


GCTCATCTTT 


GCCACCAAGA 


751 


TGGCCTGGAG 


GAACGCCCCT 


CGCTGCATCG 


GCAGGATTCA 


GTGGTCCAAC 


801 


CTGCAGGTCT 


TCGATGCCCG 


GAGCTGTAGC 


ACTGCATCAG 


AAATGTTCCA 


851 


GCATATCTGC 


AGACACATAC 


TTTACGCCAC 


TAACAGTGGC 


AACATCAGGT 


901 


CGGCCATTAC 


TGTGTTCCCC 


CAGCGGAGCG 


ATGGGAAGCA 


TGACTTCCGG 



-33- 

BNSDOCID: <WO_9ei474aA1 J_> 



wo 96/14748 



PCT/DS9S/14SS8 



APPENDIX A ■ (cont ♦ ) ■ 



951 


ATCTCGAATT CCCAGCTCAT CCGGTACGCT GGCTACCAGA TQACCGATGG 


1001 


CACCATCAGA GGGGATCCTC 


CXrACCTTCGA 


GTTCACCCAG 


TTGTCCATCG 


1051 


ACCTGGGCTG 


GAAGCCCCGC 


TATGGCCGCT 


TCGATGTCCT 


GCCrpTCGTC 


1101 


CTGCAGGCTC 


ACGGTCAAGA 


TCCAGAGGTC 


TTTGAAATCC 


CTCCTGATCT 


1151 


TGTGCTGGAG 


GTGACCATGG 


AGCATCCCAA 


GTACGAGTGG 


TTCCAGGAGC 


1201 


tcx;ggctsaa gtggtatgcg ctgcx:tgccg tggccaacat gctcctggag 


1251 


GTGGGTGGCC 


TCGAGTTCCC 


AGCCTGCCCC 


TTCAATGGTT 


GGTACATGGG 


1301 


CACCGAGATT 


GGAGTCCGAG 


ACTTCTGTGA 


CACACAGCGC 


TACAACATCC 


1351 


TGGAGGAAGT GGGCAGGAGG 


ATGGGCCTGG 


AGACCCACAC 


ACTGGCCTCC 


1401 


CTCTGGAAAG 


ACCGGGCT6T 


CACCGAGATC 


AAIGCAGCTG 


TGCTCCATAG 


1451 


TTTTCAGAAG 


CAGAATGTGA 


CCATCATGGA 


CCACCACACA 


GCCTCAGAGT 


1501 


CCTTCATGAA 


GCACATGCAG 


AATGAGTACC 


GGGCCCGAGG 


AGGCTGCCCT 


1551 


GCAGACTGGA 


l-nXSGCTGGT 


CCCTCCGGTG 


TCCGGGAGCA 


TCACCCCTGT 


1601 


GTTCCACCAG 


GAGATGTTGA 


ACTACGTCCT 


ATCTCCATTC 


TACTACTACC 


1651 


AGATCGAGCC 


CTGGAAGACC 


CACATCTGGC 


AGGATGAGAA 


GCTGAGGCCC 


1701 


AGGAGGAGAG 


AGATCCGGTT 


CACAGTCTTG 


GTGAAAGCGG 




1751 


TTCTGTGCTA 


ATGCGGAAGG 


TCATGGCTTC 


CCGCGTCAGA 


GCCACAGTCC 


1801 


TCTTTGCTAC 


TGAGACAGGA 


AAGTCGGAAG 


CGCTAGCCAG 


GGACCTGGCT 


1851 


GCCTTGTTCA GCTACGCCTT 


CAACACCAAG 


GTTGTCTGCA 


TGGAACAGTA 


1901 


TAAGGCAAAC 


ACCTTGGAAG 


AGGAACAACf ACTGCTGGTG 


GTGAC/^GCA 


1951 


CATTTGGCAA tggagactgc cccagcaatg GGCAGACTCT 


GAAGAAATCT 


2001 


CTGTTCATGA 


TGAAAGAACT 


CGGGCATACC 


TTCAGGTATG 


CGGTATTTGG 


2051 


CCTGGGCTCC 


AGCATGTACC 


CTCAGTTCTG 


TGCCTTTGCT 


CATGACATCG 


2101 


ACCAGAAACT 


GTCTCACCTG 


GGAGCCTCCC 


AGCTTGCCCC 


AACCGGAGAA 


2151 


GGGGACGAAC 


TCAGCGGGCA 


GGAGGACGCC 


TTCCGCAGCT 


GGGCTGTGCA 


2201 


AACCTTCCGG 


GCAGCCTGTG 


AGACGTTCGA 


TGTTCGAAGC 


AAACATTGCA 


2251 


TTCAGATCCC 


GAAACGCTAC 


ACTTCCAACG 


CAACATGGGA 


GCCAGAGCAG 
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APPENDIX A (cont:*) 

2301 TACAAGCICA CCCJ«3AQCCC AGAGTC^^ 

2351 GAGCATCCAC GCCAAGAACG TGTTCACCAT GAGGCTC3AAA TCCCTCCAGA 

2401 ATC3X3CAGAG TX3AGAAG1CC AGCCGCACCA CCCTCCTTGT TCAACPCACC 

2451 TTCGAGGCSOl GCCGAGOXC CAGCTACCTA CCTO^ 

2501 TTIOCCAGGC AACCAGACGG CCCTGGTGCA AGGGATCTTG GAGCGAGTTG 

2551 TOGATTOTTC TTOCCAGAC CAAACTGTGT GC^ 

2601 AG1«3CAQCT ACTCGGTCAA AGACAAGAGG CTICC^^ 

2651 GCAAGCCCTC ACCTACTTCC TGGACATCAC TACCCCTCCC ACCCAGCTGC 

2701 AQCTCCACAA GOIGGCCCGC TTTGCCACGG AAGAGACGCA CAGGCAGAGG 

2751 ITOGAGGCCT TCTCTCAGCC CTCAGAGTAC AACGATTGGA AGTTCAGCAA 

2801 CAACCCCACG TTCCTCGAGG TGCTGGAAGA GTTCCCATCA TTCCGTGTGC 

2851 CTCCTCCCrr CCTGCTCTCG CAGCTCCCCA TTCTGAAGCC CCGCTACTAC 

2901 TCCATCAGCT CCTCCCAGGA CCACACCCCC TCGGAGGTCC ACCTCACTGT 

2951 GGCTCTCGTC ACCTATCGCA CCCGAGATGG TCAGGGTCCC CTGCACCATC 

3001 GCGTCTCCAG CACTTOGATC AATAACCTGA AGCCCGAAGA CCCAGTGCCC 

3051 TCC1TOTCC GGAGTCTCAG TCGCTTCCAG CTCCCTGAGG ACCCCTCCCA 

3101 GCCCIGCATC CTCATIX3GGC CCGGTACAGG CATTGCCCXTC TICCGAAGIT 

3151 TCTCGCAGCA GCGGCTCCAT GACTCTCAGC ACAGAGGGCT CAAAGGAGGC 

3201 CGCATCACCT TCGTCTnGG GTCCAGGCAC CCAGAGGAGG ACCACCTCTA 

3251 TCAGGAAGAA ATCCAGGAGA TGGTCCGCAA GGGAGTCTTG TTCCAGGTGC 

3301 ACACAGGCTA CTCCCGGCTC CCCGGAAAAC CCAAGGTCTA CGTTCAAGAC 

3351 ATCCIGCAGA AAGAGCTCGC CGACGAGGTG TTCAGCGTGC TCCACGGGGA 

3401 GCAGGGCCAC CTCTATCTTT GTGGCGATGT GCGCATSGCT CGGGATGTGG 

3451 CTACCACrrr GAAGAAGCTC GTGGCCGCCA AGCTGAACTT GAGTGAGGAG 

3501 CAGGTTCAGG ATTACTTCTr CCAGCTCAAG AGCCAGAAAC GTTATCATGA 

3551 GGATATCTIC GGTCCGGTCT TTTCCTATQG AGCAAAAAAG GGCAACACCT 
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APPENDIX A (cont:.) 



3601 


TGGAGGAGCC CAAAGGCACA AGACTC2S2B|C ACCXIAGAAGA GTTACAGCAT 


3651 


CTGGCX:CTAA ATAAAATGAC AGTGAGGGTT 


TGGAGAGACA 


GAAGTGCGAT 


3701 


CCCCCCCAAC CCCCTCACAT CATCTCCCCT 


CCTCTACCCT 


ACCAAGTAGT 


3751 


ATTGTTCTAT TGXGGACTAC TGAATCTCTC 


TCCTCTCCXrC 


CGTCCCCTAT 


3801 


TCTCCCTTCC CTCCCGTTTT CTCTGCCCTC 


CCCCACATTC 


TCTTTCCTTT 


3851 


GCXnCATACT TCCTCAGAGC TGAGAGCAGA 


GGAAAATGAA 


CCACCCGACT 


3901 


GAAGCACTTT GGGTGACCAC CAGGAGGCGC 


CATCCCGCTG 


CTCTAATATT 


3951 


TAGCTGCATT GTGTACAGAT ATTTATACTT 


TGTATTTAAG 


AAAACATACC 


4001 


TTCXTrcCACT CCCAACGACX: GCTTGGCCCT 


TCCGTGTATA 


ATTCCTTGAT 


4051 


GAAGATATTT ATATAAAATG CATTTTATTT 


TAATAAAATS 


AGTGTrrGAT 


4101 
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APPENDIX B 

Complete aminoacid sequence of the inducible 
NOS from rat penile smooth muscle cells 
(RPSMC INOS) 



1 


MACFWKFLFR 


VKSYQGDLKE 


EKDINNNVEK 


TPGAIPSPTT 


QDDPKonKnQ 


51 


NGFPQFLTGT 


AQNVPESLDK 


LHVTPSTRPQ 


HVRIKNWGNG 


EIFHDTLHHK 


101 


ATSDISCKSK 


LCMGSIMNSK 


SLTRGPRDKP 


TPVEELLPQA 


lEFINQYYGS 


XDX 






ETTGTYOLTL 


DELIFATKMA 


WRNAPRCIGR 


^ \J JL 




ARSCSTASEM 


FQHICRHILY 


ATWSGNIRSA 


ITVFPQRSDG. 


251 


KHDFRIWNSQ 


LIRYAGYQMS 
P 


DGTIRGDPAT 


LEFTQLCIDL 


GWKPRYGRFD 


301 


VLPLVLQAHG 


QDPEVFEIPP 


DLVLEVIMEH 


PKYEWFQELG 


LKWYALPAVA 
A 


351 


NMLLEVGGLE 


FPACPFNGWY 


MGTEIGVRDF 


CDTQRYNILE 


EVGRRMGLET 


401 


HTLiASLWKDR 


AVTEINAAVL 


HSFQKQNVTI 


MDHHTASESF 


MKHMQNEYRA 


451 


RGGCPADWIW 


LVPPVSGSIT 


PVFHQEMLNY 


VLSPFYYYQI 


EPWKTHIWQD 


501 


EKLRPRRREI 


RFTVLVKAVF 


FASVLMRKVM 


ASRVRATVLF 


ATETGKSEAL 


551 


ARDLAALFSY 


AFNTKWCME 


QYKANTLEEE 


QLLLWTSTF 


GNGDCPSNGQ 
V 


601 


TLKKSLFMMK 


ELGHTFRYAV 


FGLGSSMYPQ 


FCAFAHDIDQ 


KLSHLGASQL 
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APPENDIX B (cont. 


) 




651 


APTSEGDELS 


GQEDAFRSHA VQTFBAACET 


FDVRSKHCIQ 


IPKRYTSNAT 


701 


WEPBQYKLTQ 


SPESLDLNKA IiRSIHAKNVF 
P 


IMRIiKSLQNIi 
p 


QSEKSSRTTL 


751 


LVQLTFEX3SR 


GPSYIiPGEIHL GIFPGNQTAL 


Vv^oXi«iC!JrvV y/L/ 




801 


EVLDESGSYW 


VKDKRLPPCS LiRQALiTxFIju 




HICLARFATEE 


851 


THRQRLEAIiC 


QFSEYNDWKF SNNPTFLEVL 


EEFPSLRVPA 


AFLLSQLPIL 


901 


KPRYYSISSS 


QDHTPSEVHL TVAWTraTR 


OGQGPLHHGV 


CSIWINNLKP 


951 


EDPVPCFVRS 


VSGFQLPEDP SQPCILIGPG 


TGIAPFRSFW 


QQRLHDSQHR 


1001 


GLKGGRMTLV 


F(3CRHPEEDH LYQEEMQEMV 


RKGVLFQVHT 


GYSRLPGKPK 


1051 


VYVQDIIiQKE 


LADEVFSVLH GEQGHLYVCG 


DVRIARDVAT 
M 


TLKKLVAAKL 


1101 


NIjSEEQVEDY 


FFQLKSQKRY HEDIFGAVFS 


YGAKKGNTLE 


EPKGTRL* 



APPENDIX C 
Hvunan iNOS Sequence List 



APPENDIX D 
Hximan iNOS cDNA Sequence List 
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CLAIMS 

WE CLAIM: 

1 . A method of treatment of erectile dysfunction in a patient comprising the steps of: 

a) providing an agent which produces an increase in in vivo tissue iNOS level; 

b) introducing an effective amount of said iNOS agent into penis tissua 

2. An erectile dysfunction treatment method as in claim 1 wherein: 

a) said agent is selected from the group consisting essentially of INOS 
irKlucers, iNOS protein, INOS cONA. and iNOS cDNA-transformed penile cells or iNOS cDNA-transfonmed 
tissue. 

3. An erectile dysfimction treatment method as In claim 2 wt>erein said iNOS inducer is a 
penile INOS inducer, said INOS protein is a penile iNOS protein, said iNOS cDNA is penile iNOS cDNA, 
and said INOS cDNA-transformed cells or tissue are penile cells or tissue. 

4. An erectile dysfunction treatment method as in claim 1 wherein: 

a) said step of introduction includes introducing iNOS inducers directly into In vivo 
penis tissue in an intermittent, continuous or time release basis. 

5. An erectile dysfunction treatment method as in claim 2 wherein: 

a) said inducers are selected from the group consisting essentially of bacterially 
lipopolysaccharide, interferon - y* ti^nor necrosis factor - a. interleukin * 1 p. and mixtures tt\ereof. 

6. An erectile dysfunction treatment metfiod as in claim 2 wherein: 
a) said agent is iNOS protein produced in vitro . 

7. An erectile dysfunction treatment method as in claim 6 wherein said iNOS protein is penile 
5 iNOS protein. 

8. An erectHe dysfurx^tion treatment method as in claim 6 wherein said iNOS protein is 
administered locally by contirujous ^fusion or repeated injection, topical application, tntraurettual 
administration, microcapsules, or related procedures. 

9. An erectile dysfunction treatmmt method as in claim 3 wherein: 

a) said agent is penile or other iNOS cONA administered locally by continuous infusion 
or repeated injection, topical application, intraurethral administration, microcapsules, or related 
procedures, as wep as by systemic rout^ 
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10. An erectile dysfunction treatment method as in claim 3 wherein: 

a) said agent is iNOS cDNA-transformed penile corpora cavernosa cells or tissue 
implanted directly into the conpora cavernosa or tissue implanted directly into the corpora cavernosa or 
retained in microcapsules, pellets or other procedures intended to limit the release of cells into the general 
5 circulation. 

11. An erectile dysfunction treatment method as in claim 2 wherein: 

a) said agent is penile or other iNOS or eNOS cDNAs administered locally by 
continuous infusion or repeated injection, topical application, intraurethral administration, microcapsules, 
or related procedures. 

5 

12. An erectile dysfunction treatment method as in claim 2 wherein: 

agent is INOS or eNOS cDNA transferred penile corpora cavernosa cells or 
tissues implanted directly into the corpora cavernosa or tissue implanted directly into the corpora 
cavernosa or retained in microcapsules, pellets or other procedures intended to limit the release of cells 
5 into the general circulation. 

13. An erectile dysfunction treatment method as in claim 2 wtierein: 

a) said agent is a biologicai modulator of endogenous or exogenous penile NOS. 

14. A cDNA expression vector comprising plasmid pBS RPiNOS. 

15. A E>NA fragment consisting essentially of a structural gene encoding a prot^ selected from 
the group consisting of cNOS, nNOS, eNOS and iNOS. 

16. A DNA fragment as in claim 1 5 wherein said DNA fragment is cDNA. 

17. A DNA fragment as in claim 1 6 wherein the DNA fragment is recombinant DNA. 

18. A DNA fragment as in claim 1 7 operabiy linked to a promoter to express said gene. 

• 19. A recombinant host expressing a gene encoding a nitric oxide synthase as in claim 1 8. 

20. A DNA sequence coding for induced nitric oxide synthase enzyme. 

21. TTie sequence of claim 20 wherein the DNA Is a cDNA. 

22. The sequence of claim 20 derived from a natural source. 
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23. The sequence of claim 22 derived from the group consisting of rat PSMC and human 
PSMC. said cONA from rat PSMC having the DMA sequence, in a 5' to 3' directioa as shown in Appendix 
A, said cONA from human PSMC having the DMA sequence in a 5' to 3' direction, as shown in Appendix 
D. [See Appendix A for Chemical Staicture Diagram.] 

24. A cONA expression vector which comprises: 

a) a promoter fragment which functions in a host organism; 

b) a cDNA segment, said cDNA codes for nitric oxide synthase enzyme; 

c) said cONA segment t>eing in an orientation with tt>e promote* fragment such that 
5 It is expressed in the host to produce a rxxi-native induced nitric oxide synthase enzyme. 

25. The expression vector of claim 24 wherein said host organisms are fetal cells, e. colifomi, 
yeast or PSMC. 

26. A transfected host organism transformed by tfie expression vector of claim 24. 

27. A transfected host organism comprising: 

a) a cell having disposed therein a DNA expression vector for coding nitric oxide 
syntfiase enzyme. 

b) said cell is a microbial or mammalian cell. 

28. An improved tissue, the tissue relying on the production of nitric oxide for nomfial function, 
the improvement comprising introduction of transfected celts to the host tissue, said cells having dtspbsed 
therein a DNA expression vector coding for nitric oxide synthase. 

29. Nitric oxide synthase enzymes derived from PSMC cDNA, said nitric oxide synthas 
enzyme selected from the group consisting of rat INOS and human iNOS, said rat iNOS having the amirx> 
acid sequence as shown in Appendix B, and said human INOS liaving the amino acid sequence as shown 
in Appendix C. 

30. A eukaryotic expression vector 

(a) PC DNA3 RPiNOS consisting essentially of pcDNA3 containing a penile coding 
regton, a plasmid and a promoter fraction. 
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